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(This article belongs to the Special Issue Biological Control of the Plant Pathogens.)

The ultimate effects of crop losses manifest in the form of insufficient food production
and chronic hunger. The gravity of this issue is rapidly being amplified by the rises in
urbanization, climate change, and emerging pests and pathogens, and the deterioration of
soil health. As an environmentally friendly alternative to chemical pesticides, microbial
biocontrol agents (BCAs) have attracted global attention due to their ability to ensure
food security by directly halting pre-harvest crop losses and, thereby, improving crop
productivity [1]. Despite the substantial progress achieved in our understanding of plant
microbe interactions in recent years, developing more efficient BCAs remains a constant
task. The current advances in biocontrol science and technology and the avenues for future
research are reflected in the contributions presented in this Special Issue. These can be
categorized as follows:

(i) Management strategies for major soilborne pathogens in crops: Ma et al. (contribution 1)
review tomato production systems and their challenges. He et al. (contribution 2)
have optimized Metarhizium robertsii fermentation broth for the efficient manage-
ment of wolfberry root rot. Fuller et al. (contribution 3) author an informative
review on the beneficial and pathogenic microbiota associated with the common alder
(Alnus glutinosa).

(ii)  Biocontrol potential of novel volatile compounds and defense inducers: Recent research
has revealed that, besides antimicrobial peptides (AMPs), other natural compounds
are involved in biocontrol action. Two examples are given in this Special Issue.
Hernéandez et al. (contribution 4) characterize 65 potential VOCs of the Kosakonia cowanii
Cp1 strain and demonstrate their role in the effective biocontrol of various econom-
ically important phytopathogens. Tripathi et al. (contribution 5) explore defense
inducers, including salicylic acid, isonicotinic acid, benzothiadiazole, and lysozymes,
as prophylactic and curative sprays for inducing resistance in tomato plants against
Clavibacter michiganensis subsp. michiganensis.

(iii) Exploring the biocontrol potential of novel microbial isolates and genetically engineered strains:
Bacillus velezensis FZB42 is known as a prototype for Gram-positive plant-beneficial
bacteria, able to produce durable endospores and suppress plant pathogens [2]. The
potential of a novel isolate of B. velezensis, strain BV01, as a broad-spectrum BCA
against various fungal phytopathogens was assessed (contribution 6). In addition to
B. velezensis, other representatives of the Bacillaceae family, isolated from Vietnamese
crop plants, contain a rich spectrum of compounds efficient against plant pathogens.
Numerous members of the B. cereus species complex have been comprehensively
investigated for the occurrence of the biosynthetic gene clusters (BGCs) involved
in the synthesis of secondary metabolites. Antimicrobial peptides, efficient against
pathogenic fungi and nematodes, and entomocidal crystal proteins have been detected
and partially characterized using mass spectrometry (contribution 7). Moreover,
genome mining in plant-associated Brevibacilli and Lysinibacillus spp. has revealed
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36 novel BGCs, not present in the MIBiG data bank, which could be developed as next-
generation biocontrol agents (contribution 8). Novel fungal isolates, efficient against
grapevine phytopathogens, are described (contribution 9). Interestingly, fungal strains
isolated from overwintered tar spot stromata could serve as potential BCAs against
tar spot disease in corn (contribution 10). Cui et al. (contribution 11) have engineered
an Escherichia coli strain to express jasmonic acid carboxyl methyl transferase that
catalyzes the conversion from jasmonic acid to methyl jasmonate and demonstrate its
biocontrol potential in the management of fungal smut disease.

(iv) Formulation technology: Lin et al. (contribution 12) comment on the recent progress
in developing “green” adjuvants used for formulating long-living BCAs compatible
with chemical pesticides.

Together, the articles published in this Special Issue give an insight into recent and
future trends in the development of more powerful and reliable BCAs, and will contribute
to sustainable agriculture.
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Abstract: Globally, tomato is the second most cultivated vegetable crop next to potato, preferentially
grown in temperate climates. Processing tomatoes are generally produced in field conditions, in
which soilborne pathogens have serious impacts on tomato yield and quality by causing diseases of
the tomato root system. Major processing tomato-producing countries have documented soilborne
diseases caused by a variety of pathogens including bacteria, fungi, nematodes, and oomycetes,
which are of economic importance and may threaten food security. Recent field surveys in the Aus-
tralian processing tomato industry showed that plant growth and yield were significantly affected
by soilborne pathogens, especially Fusarium oxysporum and Pythium species. Globally, different
management methods have been used to control diseases such as the use of resistant tomato cultivars,
the application of fungicides, and biological control. Among these methods, biocontrol has received
increasing attention due to its high efficiency, target-specificity, sustainability and public acceptance.
The application of biocontrol is a mix of different strategies, such as applying antagonistic microor-
ganisms to the field, and using the beneficial metabolites synthesized by these microorganisms. This
review provides a broad review of the major soilborne fungal/oomycete pathogens of the field pro-
cessing tomato industry affecting major global producers, the traditional and biological management
practices for the control of the pathogens, and the various strategies of the biological control for
tomato soilborne diseases. The advantages and disadvantages of the management strategies are
discussed, and highlighted is the importance of biological control in managing the diseases in field
processing tomatoes under the pressure of global climate change.

Keywords: biocontrol; fungus; oomycete; soilborne pathogen; tomato; tomato disease

1. Introduction

Tomato (Solanum lycopersicum) has been under global cultivation for several centuries
having emerged from western South America [1]. Due to its wide cultivation and unique
nutritive value, tomato has become the world’s second most cultivated vegetable after
potato and the most popular canned vegetable [2,3].

Tomatoes can either be marketed for fresh consumption or as processed products.
Around 40 Mt tomatoes are processed annually, making tomatoes the most processed
vegetable by weight [4]. The major product of the processing tomato industry is aseptic
paste [5], and there are other products like diced and whole peeled tomatoes made into
canned food, as well as tomato juice [6]. Processing tomatoes are generally grown in field
conditions [7].

Tomatoes are susceptible to over 200 diseases [8] with soilborne diseases being a
major component. Fusarium oxysporum has been regarded as one of the most impor-
tant threats to both field and greenhouse-grown tomatoes worldwide with 10-80% of
yield loss [8,9]. Another fungal pathogen, Pyrenochaeta lycopersici, recently renamed
Pseudopyrenochaeta lycopersici [10,11], that causes corky root rot, in cooler climates such
as northern Europe, can cause up to 75% yield loss of affected tomatoes [12]. Soilborne

Microorganisms 2023, 11, 263. https:/ /doi.org/10.3390 /microorganisms11020263
5

https://www.mdpi.com/journal /microorganisms



Microorganisms 2023, 11, 263

pathogens are believed to be hard to control for their persistence in soil and wide host
range [13].

Traditionally, management methods for tomato diseases use resistant cultivars, chem-
icals like fungicides and pesticides, physical methods such as soil solarization and soil
heating, and cultural methods such as crop rotation and hygiene [9,14,15]. Chemical treat-
ments sometimes have adverse effects on the environment [16,17] and human health and
physical control are often laborious and costly.

Breeding for disease resistance is a major objective for most public and private tomato
breeders [18]. Breeders usually rely on the genetic diversity within wild tomato species
to incorporate desirable traits, especially the resistance to different diseases, by crossing
wild tomatoes with cultivated tomatoes [19]. Though genetic resistances usually have
high efficiency, the screening for the traits and breeding process can be laborious and
time-consuming [20,21], which may hamper the improvement progress of commercial
tomato production.

Biological control, also known as biocontrol, is a method of controlling pests and
diseases using other organisms (biocontrol agents) through the importation, augmentation,
or conservation of agents in the environment [22,23], and is gaining increasing acceptance.
Compared with conventional disease/pest control methods, its major advantages are
the minimization of the public concerns of impacts on health and environment [24,25],
self-sustainability, host-specificity, and cost-efficiency [26,27]. The commercialization of
biocontrol for plant disease is relatively a new concept, with the majority of biocontrol
agents registered in the United States Environmental Protection Agency after 2000 [28].

This review provides a comprehensive description of the tomato production systems
and the major soilborne fungal/oomycete diseases of the global leading processing tomato-
producing countries, analysis of the different control strategies for the management of the
respective diseases with an emphasis on biocontrol, and proposes a future perspective for
disease management within processing tomato industries which are under the threat of
emerging pathogens due to climate change.

2. The Major Countries Producing Processing Tomatoes and Their Major Soilborne
Fungal/Oomycete Diseases

2.1. Northern Hemisphere

World tomato production is more concentrated in the northern hemisphere, with
an estimated amount of over 34 million metric tonnes (mT) for processing in 2022, with
the southern hemisphere producing less than 2.7 million metric tonnes [4]. This is likely
to be the result of the combined effects of climate, human and economic factors. The
majority of the total processing tomato production (over 65%) is shared by the United States
(California), China, and Italy [29].

2.1.1. The United States Tomato Industry and Major Soilborne/Fungal Diseases

Though only third in total tomato production size, the United States is the largest
producer of processed tomatoes globally. California is the dominant state of US processed
tomato production, which accounts for 95% of the nation’s tomatoes [30], with the produc-
tion of 9.8 million mT in 2021 [29]. In California, the production of processing tomatoes
is carried out on large farms, with 225 growers owning about 277,000 acres of land [31].
The production starts with the wet soil condition in spring and the harvest and processing
in late July until October [32]. Processing tomatoes are mostly irrigated with sprinkler
systems, with the increasing application of drip irrigation in the areas threatened by rising
saline underground water [33]. All the harvests are performed mechanically, with the fruits
graded by inspection before processing [33]. The other USA States with large process-
ing tomato production are Florida and Indiana, but their production scale is very small
compared with that of California [34].

Fresh tomato accounts for 8% of total U.S. tomato production [35], which is cultivated
nationwide in the USA, with California and Florida being the major production sites,
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contributing to around 80% of the national production [36]. In California, tomatoes are
produced year-round except in winter with the wide application of greenhouse produc-
tion [36], while in Florida, the growing season is from October to June [35]. In other states,
tomato production runs through the summer months when Florida tomatoes are off the
market [35].

One important soilborne disease, buckeye rot, is reported to be caused by several
oomycete pathogens, including Phytophthora nicotianae var. parasitica, P. capsici and
P. cryptogea [37-39]. Buckeye rot was first reported in Florida in 1915, causing about 15%
yield reduction [40], and was reported in California about two decades later [41]. Buckeye
rot was found to cause significant tomato yield reduction in the furrow-irrigated zones
of California in 1984, while the major pathogen was P. parasitica [39]. However, P. capsici
was later found to be more virulent to tomatoes, which can also infect P. parasitica-resistant
tomato varieties [42,43]. In recent years, buckeye rot is most common in the southeast and
central states of the U.S. [44].

P. parasitica and P. capsici can also induce tomato Phytophthora root rot by invading
plant roots. Reported in California in 1955, the disease had repeated outbreaks in the
major processing tomato production zones of the state, leading to the almost complete
destruction of the crop [45]. It was also reported that P. parasitica was more frequently
isolated from Californian processing tomato production sites while P. capsici was more
abundant in regions growing fresh tomatoes [43,45].

Corky root rot caused by the soilborne fungus P. lycopersici is considered to be an-
other major disease limiting Californian tomato production [46]. Campbell [47] tested the
pathogen on fresh market tomatoes and harvested 73% fewer large fruits in infected plots
without any treatments, which was coherent with the estimation of processing tomato
growers consulted in the study. Also, in another study covering nine organic farms and
18 conventional farms in the Central Valley of California, corky root rot was the disease
found on most plants in most sampling locations [48]. Recently, P. lycopersici was also found
to form a disease complex with other pathogens such as Colletotrichum coccodes in Ohio,
causing severe wilting of tomatoes both in fields and glasshouses [49].

Fusarium wilt caused by F. oxysporum f. sp. lycopersici (Fol) also affects tomatoes
throughout the United States. All three known physiological races of Fol have been reported
in the United States. Race 1 was initially reported in 1886, which severely threatened
commercial tomato production in Arkansas [50]. Later, Fol race 2 which overcame the
tomato variety resistant to race 1 was reported in Ohio in 1945 [51]. Fol race 3 was reported
across the United States [52], causing up to 80% disease incidence in tomatoes resistant to
Fol race 1 and 2 when first reported in Florida in 1982 [53], while also significantly affecting
the processing tomatoes in California [54]. Since the 2000s, Fusarium wilt has become a
destructive disease in the south-eastern parts of the United States [44].

Fusarium crown and root rot (FCRR) is also a major soilborne disease of both U.S.
field and greenhouse tomato production. The pathogen, Fusarium oxysporum f. sp. radicis—
lycopersici (Forl), was first reported in Japan in 1974 and was later reported across the United
States from California to Florida [55,56]. In Florida, the disease was reported to cause a
tomato yield reduction of 15-65% [56].

The disease Verticillium wilt caused by Verticillium dahliae was first reported in Califor-
nia in 1926 [57]. With the resistance Ve gene incorporated into commercial tomato varieties,
race 2 of V. dahliae pathogenic overcoming resistant tomatoes in Ohio and then California
was reported [58,59]. Due to the fact that no resistant gene is available in tomato germplasm
against V. dahliae race 2, this pathogen is now considered one of the diseases limiting the
productivity of the Californian tomato industry [46]. In California, the yield loss caused
by V. dahliae was up to 67% in a susceptible cultivar, with race 2 reducing V. dahliae race
1-resistant tomato yield by up to 25% at 100% disease incidence [59,60]. Later, Verticillium
wilt also became an increasing problem for the Pacific Northwest (Washington, Oregon,
and Idaho) states of the U.S., influencing not only tomatoes but also watermelons [61].
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2.1.2. The Chinese Tomato Industry and Major Soilborne Fungal/Oomycete Diseases

Globally, China ranks first in total tomato production [32] and comes second in terms
of estimated 2022 processing tomato production [4]. The major production site of the
Chinese tomato industry is Xinjiang province, which accounts for over 80% of the total
production size [4]. The major production site of processed tomatoes is the north-western
provinces, including Xinjiang, Inner Mongolia and Gansu [32]. The cultivation in Xinjiang
is from spring to summer (April to July), while the production is processed between August
and October [62].

Tomato for fresh consumption is produced across China, with four provinces, Hebei,
Henan, Shandong, and Xinjiang, producing the vast majority [63]. Due to the continuous
huge market demand, the fresh tomato industry relies on the utilization of solar-type
greenhouses with a year-round production cycle, with Shandong producing over 60% of
fresh tomatoes in winter [32].

At least 10 diseases are reported to cause significant tomato yield loss in China [64],
with one of them being Fusarium wilt. Among the three major physiological races of Fol,
race 1 is the main pathogen of tomato Fusarium wilt in China according to field surveys
conducted in several northern provinces including Heilongjiang, Shaanxi and Shanxi [65],
while race 2 was only reported in Zhejiang, causing 30-60% tomato yield loss [66].

Recently, symptoms of putative wilt and root rot diseases were reported in several
regions growing tomato varieties resistant to Fol race 1 and 2 from 2016 to 2018 [67].
Ye et al. [67] conducted field sampling in high-incidence provinces in Zhejiang, Hainan,
Shanxi, and Shandong, and found that among the 64 collected F. oxysporum isolates, 35
were Fol race 3 isolates and 13 were Forl isolates. Therefore, Fol race 3 and Forl seem to
have emerged as the major Fusaria pathogens of the Chinese tomato industry, thus more
effective management strategies may be required.

2.1.3. The Italian Tomato Industry and Major Soilborne Fungal/Oomycete Diseases

In the 2022 industry estimation [4], Italy had the third largest processing tomato
industry globally. Over 95% of Italian tomato production is processed [32]. Tomato
production is throughout the country, with differences in production methods in different
geographical regions. In the northern part of the country, the production is completely
mechanized in large farms, with manual harvesting abolished by the early 1990s [68]. This
area is the major production site for processing tomatoes with 2.885 million tonnes of
estimated yield in 2022 [4]. In southern Italy, farms are usually owned by families, with
smaller sizes of 4-10 ha and around 50% of them still practice manual harvesting [32,68].
The center-south region is Italy’s second-largest processing tomato production zone, and
its estimated yield in 2022 was 2.59 million tonnes [4]. Tomatoes are planted in early May,
and harvested in mid-July and the season ends in mid-September.

Tomato production in southern Italy is significantly affected by corky root rot. This
disease has been reported since the 1960s in European glasshouse production, which
became more severe in later years. In glasshouses in a Mediterranean environment, this
disease can cause a 30-40% yield reduction [69].

In northern Italy, P. capsici was found to be the causal agent of Phytophthora root rot
repeatedly observed on grafted tomatoes [70]. This disease was found to cause the sudden
collapse of around 25% of the plants within 60 days of transplant [70].

Fusarium wilt is also an important tomato disease in Italy. Fol race 1 has been long
reported in Italy, with race 2 first reported in 1999 [71]. Nowadays, Fusarium wilt caused
by this pathogen is considered a major cause of economic loss in tomato production in
Italy [72-74].

FCRR caused by Forl is another important soilborne disease for Italian tomato produc-
tion. FCRR was reported in northern Italy as early as 1984 and then occurred as an outbreak
in Sicily in 1986 [75]. This disease was found to cause substantial yield loss in both green-
house and soilless fresh market production in several Italian tomato-producing regions
such as Calabria, Emilia Romagna, Liguria, Sardinia, and Sicily [76]. FCRR was present in
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24% of the greenhouses of Sicily and 66% of greenhouses in Sardinia in surveys conducted
during the 1990s [77,78], with a up to 60% mortality rate during severe outbreaks.

2.2. Southern Hemisphere

Though tomatoes originated from the Latin American region of the southern hemi-
sphere, the tomato production size of southern hemisphere countries has a comparatively
small proportion in the global production. However, when compared with the major pro-
ducers located in the northern hemisphere, the tomato industry in the southern hemisphere,
especially field tomatoes are unique due to several factors. One major factor is the timing
of summer in the southern hemisphere, which coincides with winter in the northern hemi-
sphere, thus the most favorable season for tomato production between the two hemispheres
is chronologically different. Also, the southern hemisphere generally has a milder climate
compared with that of the northern hemisphere due to the higher ocean coverage [79],
which may also affect the growth and development of cultivated tomatoes. Therefore, stud-
ies on soilborne pathogens threatening tomatoes under the unique climate and production
process of the southern hemisphere may also be important for the understanding of the
impact of a changing global climate on the disease cycle of these pathogens.

2.2.1. The Brazilian Tomato Industry and Major Soilborne Fungal/Oomycete Diseases

In the Southern hemisphere, Brazil is the largest processing tomato producer, with
around 1.5 million tonnes in 2021 [29]. Most of Brazil’s tomato production is located in the
southern provinces close to the coast, such as Goias, Sao Paulo, Minas Gerais, Parand, and
Bahia [80]. The processing tomato production is generally based in the central provinces,
with Goias and the Cerrado region contributing to 99% of the production size due to the
favorable soil and climatic conditions, and mostly irrigated with conventional methods [81].
To manage the problem caused by whitefly, the Ministry of Agriculture in Brazil set up a
rule of a two-month tomato-free period for the processing industry, so the transplanting
can only be carried out between 1 February and 30 June, with harvest completed by
November [82].

Fusarium wilt caused by Fol is widely present in Brazil. Race 1 of Fol was first reported
in Sao Paulo State in 1941, with only races 1 and 2 detected in all surveys in the 20th
century [83]. In 2005, race 3 of Fol was also isolated from field samples from wilted hybrid
tomato plants with resistance to Fol race 1 and 2 from Espirito Santo province [83], which
then shortly after spread into other provinces [84]. The severe outbreaks of Fol race 3
have led to the widespread replacement of susceptible tomato hybrids with new cultivars
carrying the resistant gene i-3 in Brazil [85].

Fol was believed to be the only pathogenic Fusarium related to tomato in Brazil until
the 2010s. More recently, there were frequent and simultaneous outbreaks of Fusarium
oxysporum disease capable of infecting Fol-resistant tomato cultivars [85]. Subsequently,
Forl was reported in surveys on field tomato plants showing crown-rot and vascular
discoloration symptoms with disease indices ranging from 10 to 50% from three Southeast
Brazilian states and two northern states [86].

Verticillium wilt is another important soilborne fungal disease for the Brazilian tomato
industry. Despite the fact that V. dahliae and V. albo-atrum were found to cause substan-
tial economic losses in Brazilian vegetable production, only V. dahliae was reported on
tomatoes [87]. Both races 1 and 2 of V. dahliae were reported in the 1980s and late 1990s [88].

2.2.2. The Chilean Tomato Industry and Major Soilborne Fungal/Oomycete Diseases

Chile has the second largest tomato production among the southern hemisphere
countries, with around 1 million tonnes for processing annually [4]. The majority of
Chilean tomato production is for processing, with around 5000 ha for the fresh market
and 8000 ha for the processing industry [89,90]. The production area is concentrated in
the middle part of the country between 30° and 34° latitude south, benefiting from the
local mid-terranean climate optimizing tomato growth [89]. Chilean processing tomato
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industry is fully contracted, which primarily uses transplanted seedlings sown in July,
then transplanted from mid-September to mid-November [91]. Though production was
heavily reliant on human labor in the last century, the growing adaptation of mechanized
production has led to increased yield and size of individual contracts [91].

Similar to Brazil, Fusarium oxysporum is an emerging pathogen for the Chilean tomato
industry. Though cultivars resistant to Fol race 1 and 2 are commonly used, Fusarium wilt
still occurred in important production zones such as Azapa valley in northern Chile, and
the pathogens were later identified as Fol race 3 and For! [92].

Forl is also becoming an increasing threat to the Chilean tomato industry, with fresh
tomato production affected most severely. FCRR was frequently present in northern Chile
and central Chile, with the former practicing both net-house and open-field crops, and the
latter growing monocultural tomato crops in polyhouses [93].

2.2.3. The Australian Tomato Industry and Major Soilborne Fungal/Oomycete Diseases

Though Australia has a relatively small total tomato production size, it still has the
largest processing tomato production outside the Latin America region in the southern
hemisphere [4]. Tomatoes in Australia are almost always grown from imported seeds [94].
The fresh and processed tomatoes are produced by two distinctive industries in Australia.
The fresh tomatoes are grown in either field or hydroponic environments and are harvested
by hand all year round, with Queensland and Victoria as the major production sites [95],
while 97% of processing tomatoes are produced in Victoria [96].

The Australian processing tomato industry is sited primarily in the Goulburn/Murray
River areas of northern Victoria, with a minority in the Riverina region of New South
Wales, which is a seasonal industry (February to April) and harvested by machinery [95].
According to the Australian Processing Tomato Research Council [97], 46% of the total
tomato production was sent to the processing industry in 2020.

Fusarium wilt caused by Fol is considered an economically important disease for the
Australian fresh tomato industry, causing huge losses [98]. Also, among the three major
races of Fol species threatening the global tomato industry, the third race was first reported
in Australia in 1979 [99] in Queensland.

Recent disease surveys carried out in the Australian processing tomato industry in
Victoria found that processing tomatoes were experiencing an estimated 10% yield loss
from soil-borne pathogens, with the two most abundant pathogens being F. oxysporum and
Pythium spp. [100,101]. The F. oxysporum strains collected in the survey by Callaghan [100]
produced symptoms of rot on tomato roots and crowns such as those caused by Forl, a
species not reported in Australia, with slight differences in growth temperature, a wider
host range and variable pathogenicity [100]. Thus, the disease caused by this isolate was
named chocolate streak disease (CSD) to differentiate it from FCRR caused by Forl.

Among the eight pathogenic Pythium species causing root rot and seedling damping-
off, Callaghan et al. [101] found that P. irrgulare was one of the most aggressive pathogens,
as confirmed in the pre-emergence and early seedling phases of tomato plant growth.

3. Control Strategies of the Major Soilborne Fungal/Oomycete Diseases

As discussed above, the major soilborne fungal/oomycete pathogens of the major
processing tomato producers are generally similar, with Fusarium wilt being the most
common disease, followed by FCRR, with Verticillium wilt, corky root, and Phytophthora
root rot also common in the northern hemisphere (Figure 1). In this section, a description
of the different diseases and their different management methods is provided.
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Figure 1. Global production of processing tomatoes, major soilborne fungal/oomycete diseases, and
the estimated processing tomato production size in 2022.

3.1. Tomato Corky Root Rot

Tomato corky root rot is generally caused by the fungus P. lycopersici. The roots
of infected plants show dark brown, banded lesions [49]. With the development of the
symptoms, even larger roots become infected, with extensive swollen and cracked brown
lesions, giving them the distinctive corky look appearance [102]. The growth of the plant
may be stunted and slow, but the disease usually does not kill plants, resulting in reduced
yield [103].

P. lycopersici is an ascomycete, which overwinters as microconidia and hyphae, or
produces microsclerotia which can withstand harsh conditions, survive in host root and
soil, and maintain pathogenicity for up to 15 years [103]. When the environment becomes
favorable, the microsclerotia will germinate and produce hyphae [104]. After reaching
the host roots, the hyphae penetrate the host epidermis and gradually colonize the whole
root [104]. This pathogen is soil-transmitted, which favors monoculture soil without proper
disease management [104,105].

3.1.1. Conventional Control Methods
Cultural Control

The disease development of corky rot is at optimum at 15.5-20 °C [106]. Thus, it is
better to plant tomatoes in spring when the soils start to become warm.

Though effective against many other pathogens, crop rotation alone may not be
effective in controlling corky root rot, for P. lycopersici has a wide host range including
cucumber, eggplant, lettuce, melons, and pepper [103].

Physical Control

Soil solarization by covering the field with plastic film for a long period is a practical
method for the control of corky root rot. In Italy, Vitale et al. [69] found that solarization
performed with ethylene-vinyl-acetate film has an identical level of control effect on corky
rot symptoms as compared with fumigation with methyl bromide, which was better than
that of metham sodium and metham potassium fumigation. However, the level of success
of solarization depends on the combination of high ambient temperatures, maximum
solar radiation, and optimum soil moisture as well as the existing inoculum and disease
levels [107,108]. Therefore, solarization usually has varying effectiveness, and is generally
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less effective in climates where high summer temperatures coincide with the rainy season
due to the cooling effect of rainfall and extensive clouds blocking the solar radiation [107].

Chemical Control

In fields previously reported to have corky root rot, a preplant treatment with soil
fumigation was shown to reduce disease in the subsequent tomato crop [69]. Methyl
bromide (MBr) used to be a preferred chemical, but it was proved to be an ozone-depletion
agent which is more destructive to stratospheric ozone than chlorine [109], thus its use has
been phased out in developed countries by 2005 and in 2015 by the less developed countries
as required by Montreal Protocol [16]. Potential alternative chemicals such as chloropicrin,
metam sodium, metam potassium, and dazomet [69,110,111] can only provide a lower
control level of corky root rot compared with MBr treatment. For example, Vitale et al. [69]
found that metham sodium fumigation (MS, 353 litres a.i. ha—!) and metham potassium
fumigation (MK, 350 litres a.i. ha~') did not reduce the disease incidence of corky root
rot in their trial. Therefore, with reduced efficiency of chemical controls, the management
of corky root rot may require the addition of more effective methods such as the use of
resistant cultivars and biocontrol.

Resistance Breeding

Though breeding for resistant cultivars is a common strategy for the control of crop
disease, commercial variants of both processing and fresh consumption tomatoes are
susceptible to corky root disease [112]. So far, only one single recessive gene (pyl) was shown
to confer resistance to corky root rot and was introgressed into Lycopersicon esculentum
from L. peruvianum [113]. The pyl gene is later found to possibly be a recessive allele of a
susceptibility gene [114] and it has not been cloned yet.

3.1.2. Biological Control

Some fungivorous nematodes have been recorded as potential biocontrol agents for
corky root rot. Hasna et al. [115] tested two fungivorous nematodes, Aphelenchus avenae
and Aphelenchoides spp. against P. lycopersici, and concluded only A. avenae was able to
significantly reduce the severity of tomato root rot in greenhouse trials with a population of
3 or 23 nematodes mL~! soil. However, in a later on-farm trial covering two tomato seasons
in Sweden, Hasna et al. [105] found even at a higher inoculation rate of 50 nematodes mL~!
soil, the application of A. avanae into infested soil did not reduce corky root disease severity.
Thus, the potential of nematodes to control corky root rot may not be dismissed, but the
application method may still need improvements.

In greenhouse trials, bacterial antagonists such as Streptomyces spp. have been found
to effectively suppress corky root disease of tomatoes and enhance plant growth, resulting
in higher yields. Bubici et al. [116] evaluated the antagonism of twenty-six Streptomyces spp.
against corky root rot on tomatoes in both glasshouse and field conditions and found the
most effective strain can reduce disease severity up to 64% in the glasshouse and 48% in
the field.

Antagonistic fungi may also be used in the biocontrol against corky root rot. Fiume
and Fiume [112] conducted glasshouse trials against corky root rot using Trichoderma viride,
Bacillus subtilis, and Streptomyces spp., and concluded that the application of all three
microorganisms significantly reduced the corky root symptoms in terms of disease index,
with T. viride having the best results, followed by Streptomyces spp. Besoain et al. [117]
performed UV on native T. harzianum to obtain mutants and found the mutants ThF1-2 and
ThF4-4 inhibited the growth of P. lycopersici in vitro by 1.3 and 5 fold, respectively. Sanchez-
Téllez et al. [118] further tested the mutant ThF1-2 in greenhouse tomato trials and found
applying solid formulation ThF1-2 resulted in a significantly lower root damage caused by
P. lycopersici compared with a previous trial using MBr. The control of T. harzianum against
P. Iycopersici seems to be correlated to the differential expression of extracellular fungal cell
wall hydrolytic enzymes between isolates [119].
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Organic amendments may also help in the control of corky root rot. Workneh et al. [48]
found that the application of green manure and compost reduced the corky root rot severity
in organic farm tomatoes by stimulating microbial activities in a field survey. However,
P. Iycopersici responds differently to different amendments. Hasna et al. [120] tested com-
posts consisting of green manure, garden waste, and horse manure against corky root rot
in greenhouse tomatoes and found that garden waste compost significantly reduced the
disease, whereas horse manure compost significantly stimulated disease, while the green
manure compost had no effect on the disease despite the increased microbial activity. It
was concluded that the disease severity of corky root rot can be suppressed by composts
with a low concentration of ammonium nitrogen and a high concentration of calcium, but
further studies may be necessary to further prove this perspective.

3.2. Fusarium Crown and Root Rot (FCRR) of Tomato

FCRR is caused by the pathogenic fungus Fusarium oxysporum f. sp. radicis-lycopersici
(Forl). Though both being classified as Fusarium oxysporum, Forl and Fol, the agent of tomato
Fusarium wilt, are two different formae speciales, which are informal taxonomic groupings
based on the differences in the host range [121]. The pathogen invades the host via wounds
and natural openings created by newly emerging roots [122]. Infected seedlings usually
show symptoms of stunting and yellowing with premature abscission of lower leaves. With
the development of the disease further via the xylem, necrotic lesions may gridle the crown,
with the roots becoming rotted and discolored, and the seedlings then develop wilting
symptoms [123]. On older plants, the first symptom may be the yellowing and collapse of
the oldest leaves. The symptoms then develop upwards and infect young leaves. Older
plants may be stunted and wilted, but still alive at harvest [56].

F. oxysporum is an ascomycete without an observable sexual stage [124]. This fungus
can aggressively colonize both host roots and organic matter [125]. Though being able to
persist in the soil as mycelial fragments, the highly durable chlamydospore is the major
form of survival of F. oxysporum in the absence of a host [124,126]. The germination of the
spore is usually triggered by the exudates from growing plant roots [124,126].

3.2.1. Conventional Control Methods
Cultural Control

Hygiene and sanitation of the seeds and transplant seedlings are important for For!
management. For example, Muslim et al. [127] found that plants not challenged with the
pathogen still become infected by FCRR, which is probably due to incomplete soil steriliza-
tion. It is also strongly recommended that all equipment coming in direct contact with soil
is cleaned and disinfected [56]. The pathogen may also use colonized and infected plants as
carrying vectors, thus the infected plants and their roots should be removed immediately.

Crop rotation with a non-host crop may also prevent FCRR. Crops susceptible to Forl
such as eggplants and peppers should be avoided in the rotation [128], while non-hosts
such as lettuce may be useful to reduce inoculum levels in the soil [129]. However, the
efficiency of crop rotation may be limited for FCRR control, because the pathogen can
survive as chlamydospores in the soil for a long time [130].

Physical Control

FCRR is favored by cooler temperatures, thus planting in warm periods and using
warm water in irrigation is recommended to restrict the development of disease [131].
Soil solarization has also been demonstrated to control FCRR. In studies testing several
solarization methods, soil solarization generally reduced populations of Forl down to a
depth of 5 cm [56].

Chemical Control

Before the 2010s, the most effective method for FCRR control was soil disinfection
using methyl bromide (MBr) [132,133]. However, MBr has been phased out globally since
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2015. The ban on MBr prompted the study of alternative chemicals for the control of
soilborne pests including Forl. So far, the tested alternatives include 1,3-dichloropropene,
chloropicrin, dozamet, fosthiazate, and metam sodium, with similar effects on Forl com-
pared with MBr [56,134,135]. For example, McGovern et al. [134] tested the application of
metam sodium in field tomatoes and found that rotovation of metam sodium at 935 L/ha
into preformed beds consistently reduced FCRR incidence equal to those achieved by
methyl bromide-chloropicrin. Also, 1,3-dichloropropene+chloropicrin (60.5% and 33.3%,
w/w) was tested on Italian field tomatoes [135] and was able to achieve a good tomato yield
using drip application in sandy loam soils with slight Forl infections and severe infections
of Fol and galling nematodes, which was similar to those of the plots treated with MBr.

However, there are still several factors that may reduce the efficiency of Forl chemical
control. For example, Forl chlamydospores were found to survive in the soil at a depth
beyond 50 cm, which is unreachable by soil fumigation [131]. Also, For! can efficiently
colonize sterilized soil [55]. Therefore, soil fumigation may instead create favorable soil
conditions for For!l colonization by reducing microbial competition.

Resistance Breeding

Resistant tomato varieties can also be used to control FCRR. The resistance of tomatoes
to FCRR is found to be controlled by a single dominant locus (Frl) on chromosome 9 [122,136].
This gene has been successfully crossed into commercial tomato lines, with many Forl-resistant
cultivars currently available. However, no additional resistant genes have been identified.

3.2.2. Biocontrol

Forl is believed to have poor competitive fitness against other microorganisms [131],
thus biocontrol via organic amendments or biocontrol agents may be effective for the
management of Forl.

Several antagonistic microorganisms have been tested for their properties to control
FCRR. Sivan et al. [137] applied Trichoderma harzianum as seed coating or wheat-bran/peat
in tomatoes grown in FCRR-infested field and recorded a 26.2% increase in yield of treated
plots compared with the control, with the control of Forl at the highest effect on root tips.
Datnoff et al. [138] also applied T. harzianum and Glomus intraradices into tomato fields with
FCRR history and recorded a significant reduction in disease severity and disease incidence
of FCRR by applying the fungi both combined and separately. Several hypervirulent
binucleate Rhizoctonia strains were also found to reduce the vascular discoloration caused
by FCRR on tomatoes up to 100% in greenhouse conditions and up to 70% in the field [127].
Moreover, a non-pathogenic endophytic F. solani strain was reported to reduce disease
incidence of Forl when applied alone in glasshouse tomato by 47%, the effects of which
improved when combined with certain fungicides [139]. Pythium oligandurm was also
found to trigger the host defence of greenhouse tomatoes when challenged by Forl in the
form of deposition of newly formed barriers beyond the infection sites [140].

Several bacteria species may also control FCRR. Pseudomonas fluorescens was found to
synthesize the antibiotic 2,4-diacetylphloroglucinol, which suppressed the growth of Forl
in vitro [141]. A further study found that P. fluorescens WCS365 used chemotaxis towards
Forl hyphae, enabling it to efficiently colonize Forl and achieve control effects [142]. In a
later screening by Kamilova et al. [143], strong competitive biocontrol strains P. fluorescens
PCL1751 and P. putida PCL1760 were found to successfully suppress FCRR under the soil
and hydroponic conditions. In addition, Baysal et al. [123] assessed in a greenhouse trial
the effect of two Bacillus subtilis bacteria strains QST713 and EU07, and concluded that
EUO07 had a better disease inhibitory effect (disease incidence reduced by 75%) compared
with QST713 (disease incidence reduced by 52%), and the inhibition may be achieved
by YrvN protein coded in the genome of EU07 as a subunit of protease enzyme. Lytic
enzymes, cellulases, proteases, 1,4-b-glucanase, and hydrolases from the secreted proteins
from B. subtilis EU07 and FZB24 and concluded these essential proteins of Bacillus bacteria
play an important role in the control of Forl [144].
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Organic amendments promoting microbial activity may also be used in FCRR manage-
ment, but they do not have consistent effects in field conditions. Straw was incorporated
into the soil to manage FCRR by Jarvis [131], but the Forl soil population increased around
and inside the straw, which only started to fall when the straw decomposed. However,
Kavroulakis et al. [145] concluded that a compost mix made from grape marc wastes and
extracted olive press cake can enhance tomato defensive capacity under For! stress by
making the pathogen unable to penetrate and colonize the host root, resulting in a 40%
reduction in the disease incidence compared to the control. However, the plants in this
trial were grown completely in the compost, making large-size commercial applications
likely unrealistic.

3.3. Fusarium wilt Disease of Tomato

Fol, the causal agent of tomato Fusarium wilt, is able to penetrate plant cell epidermis,
thus infecting tomato plants through the roots and colonizing the xylem for further colo-
nization of the root system [9]. The symptoms are initially characterized as yellowing of
the older leaves [50], followed by browning and wilting. Browning will also be visible in
the vascular tissue, and this discoloration will extend to the apex of the plant [50]. The
infected plant will experience stunted growth and drastically reduced yield, which will
often die before maturity [9].

3.3.1. Conventional Control Methods
Cultural Control

Crop rotation can be used to manage Fusarium wilt, and it is recommended not to
plant the same or related type of crop for at least four years if one crop is severely infected
by Fusarium wilt [146]. The recommended crops for rotation are grasses and cereals [147].

Hygiene should also be practiced for Fol control. Disease-affected plants should be
removed immediately. Used farming tools should be disinfected and cleaned before reuse.
The use of sanitized footwear and clothes on the farm may help prevent the transportation
of infected soils between paddocks [146]. Fallowing is another strategy for Fol control.
Briefly, the land is left uncultivated for a period, and for Fol, it is recommended to practice
fallowing during the summer months to let the high temperature and excessive drying
reduce soil levels of Fol [9].

Physical Control

Soil solarization can also be used to control Fol residing in soil, preferably performed
in the summertimes. However, since the development of Fusarium wilt favors warm
temperatures (27-28 °C) [148], this strategy may not work in zones with cool climates.

Chemical Control

Soil fumigation with MBr was an effective method for Fol management however,
with the phase-out of MBr the value of chemical control on Fol has drastically reduced.
Though alternative chemicals such as chloropicrin, dimethyl disulfide, metam sodium, and
1,3-dichloropropene are available, they all lack the broad-spectrum volatile characteristics
of MBr, which made it highly effective [149]. Systemic fungicides such as benomyl, thiaben-
dazole, and thiophanate have also been used to control tomato Fusarium wilt [9], but it was
believed that there are no fungicides especially effective for the control of this disease [146].

Resistance Breeding

The application of tomato cultivars resistant to Fusarium wilt is currently the most
feasible management method.

The resistance to Fol was first identified by Bohn and Tucker in 1939 [150], who identi-
fied one single, dominant resistance locus later named I gene from one wild tomato acces-
sion of S. pimpinellifolium, Missouri accession 160 [151]. This gene was crossed into the first
commercial Fol-resistant tomato cultivar and was located at tomato chromosome 11 [152].
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Later, the second race of Fol, named Fol2 was reported to spread widely in Florida in
the 1960s [153], which led to another screening for the corresponding resistant gene. The
resistant gene was again found in wild tomato relatives- a natural hybrid PI126915, which
was name /-2 and mapped to chromosome 11 [154].

In 1979, the third race of Fol-Fol3 was reported in Australia in fresh tomato produc-
tion [99]. McGrath et al. [155] were the first to identify resistance to Fol3 in the S. pennellii
accession PI414773 in 1987, and Scott and Jones [156] later identified a dominant Fol3
resistance locus in the S. pennellii accession LA716. This newly discovered gene was later
named [-3 and used as the primary source of Fol3 resistance in commercial varieties. Gene
I-3 was mapped to chromosome 7 [157], and McGrath et al. located another gene I-7 gene
in chromosome 8 [158].

Three additional genes with partial resistance to Fol2 were also found by Sela-Buurlage
et al. [152]. These researchers studied 53 introgression lines with chromosomes from LA716
and identified alleles I-4 and locus I-5 on chromosome 2, with locus I-6 on chromosome
10 of S. pennellii. However, none of these genes have their effects validated nor used for
commercial purposes so far.

3.3.2. Biological Control

Potential biocontrol agents against Fol on tomatoes have been actively tested in a
large number of studies. The most commonly used biocontrol agents belonged to various
microbial genera including fungi (Aspergillus spp., Chaetomium spp., Glomus spp., non-
pathogenic Fusarium spp., Trichoderma spp. and Penicillium spp.) and bacteria (Bacillus spp.,
Pseudomonas spp., Streptomyces spp., and Serratia spp.) [159].

Among the different genera of biocontrol microorganisms, non-pathogenic Fusarium
strains are of high interest. In 1993, Alabouvette et al. [160] concluded that among the
many groups of microorganisms tested for biocontrol activity, only non-pathogenic Fusarium
species and fluorescent Pseudomonads showed consistent responses. In a later review by
Ajilogba et al., these strains were found to be involved in most research conducted on
plant biological enhancement using fungal endophytes [146]. One representative strain,
F. oxysporum Fo47, was successfully tested against Fol [161-163], with the major mode of
function being the induction of systemic resistance and priming of the plant defence reaction.

Another review by Raza et al. [159] analyzed biocontrol trials conducted between 2000
and 2014 and concluded that non-pathogenic Fusarium species and Pseudomonas species
were supported by most research to be more effective in controlling Fusarium wilt in natural
soil, while Penicillium, Streptomyces, and Aspergillus strains were more effective in growth
media. However, the authors also found that 79% of the tests on tomatoes were conducted
in greenhouse conditions, with 12% conducted in the field condition. Thus, for processing
tomatoes grown predominately in field conditions, further field tests on the efficiency of
different biocontrol agents are necessary.

Organic amendments are another group of biocontrol agents. For example, Borrego-
Benjumea et al. [164] tested poultry manure, olive residue compost, and pelletised poultry
manure for tomatoes grown in natural sandy soil and concluded that the combination of
pelletized poultry manure with heating or solarization achieved the greatest reduction in
Fusarium wilt severity. In a later study by Zhao et al. [165] testing chicken manure, rice
straw, and vermicompost in a long-term tomato monocultural soil, vermicompost addition
significantly increased soil pH, ammonium nitrogen, soil organic matter, and dissolved
organic carbon, which promoted beneficial bacteria suppressing Fol. Organic amendments
are often applied in combination with biocontrol microorganisms for better effects in
different studies [159,166,167]. It was also suggested that the combined application of
biocontrol organisms and amendments can increase the biocontrol efficiency of various
genera of fungi and bacteria, with the exceptions of Pseudomonas and Penicillium [159].
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3.4. Phytophthora Root Rot of Tomato

The oomycete P. capsici is the major pathogen causing Phytophthora root rot on tomatoes.
This soilborne pathogen can invade tomatoes via root, inducing root and crown rot which
can be visualized by the brown lesions on the plant’s lower part [168]. With sufficient
rainfall, the whole plant can be infected. The root infection may cause damping-off of
seedlings, stunting, wilting and eventual death in older plants [168]. The pathogen can
also infect fruit in contact with the ground or via irrigation splash, and the disease, with
symptoms of light-to-dark, water-soaked brown concentric rings on the fruit, is called
buckeye rot instead [37,41,169].

As an oomycete, P. capsci can reproduce both sexual oospores with antheridium
oogonium and asexual zoospores with sporangia [168,170,171]. Chlamydospores are also
occasionally produced [168]. Most stages of P. capsci require the presence of a host, thus
P. capsica seems only survive in the soil for long terms as thick-walled oospores [168].
The germination of oospores is facilitated by both chemical and mechanical stimulations,
by either growing a germ tube or forming sporangium [168,171]. The sporangium then
germinates directly or releases motile zoospores if immersed in water [170]. The zoospores
are swimmable, which can be transmitted by rainfall or irrigation, and form germ tubes
after contacting hosts [170].

3.4.1. Conventional Control Methods
Cultural Control

Crop rotation is often used to manage P. capsici along with many other soilborne
pathogens, but its effectiveness is limited by the long survival of oomycetes in the soil and
the wide host range of P. capsici. The host range of P. capsici was reported to cover at least
45 species of cultivated plants and weeds from 14 families of flowering plants [170], thus the
selection of rotation crops for P. capsici is very narrow. Also, Lamour and Hausbeck [172]
found P. capsici can survive as oospores for a 30-month nonhost period during crop rotation.
Therefore, long rotations are required even if non-host crops are available, which may make
crop rotations economically unfeasible.

It is very difficult to control P. capsici once the pathogen becomes established in the
field. Thus, most control strategies are aimed at limiting free water to minimize inoculum
spread and crop loss, which includes planting at well-drained sites or on a raised bed with
controlled irrigation [168].

Physical Control

Soil solarization was found to be effective against Phytophthora root rot on tomatoes.
From a trial in Florida a soil solarization treatment that heated the soil to a maximum of
47 °C at 10-cm depth had similar effects to MBr treatment at the same site in reducing the
P. capsici population [107].

Chemical Control

The application of chemicals has been another approach to managing P. capsici. How-
ever, the phasing out of MBr has reduced the cost-efficiency of chemical control [173]. Other
chemicals frequently applied include cyazofamid, dimethomorph, fluopicolide, fosetyl-
Al, mandipropamid and mefenoxam (metalaxyl) [174-177]. Despite the various choices
of chemicals, extensive use of fungicide has led to the emergence of resistant P. capsici
strains, which makes it very hard to protect crops from P. capsici. For example, Lamour and
Hausbeck [172] collected 141 isolates of P. capsici in Michigan and found around 60% to be
intermediately sensitive or insensitive to mefenoxam. Even more recent groups of chemi-
cals such as fluopicolide and cyazofamid have resulted in the fast emergence of pathogen
resistance. Jackson et al. [175] concluded that among the 40 P. capsici isolates tested, all
were either intermediately sensitive or resistant to cyazofamid at 100 pg/mL application
rate. More recently, Siegenthaler and Hansen [177] found that out of 184 P. capsici isolates
collected in Tennessee, 84 were resistant to fluopicolide.
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Resistance Breeding

Until the 2010s, only several tomato strains moderately resistant to P. capsici were
commercially available. Quesada-Ocampo and Hausbeck [173] screened 42 tomato cultivars
and wild relatives for their resistance against P. capsici, and found Solanum habrochaites
accession LA407, was resistant to all P. capsici isolates tested, with four additional cultivars
having moderate resistance. However, the authors analyzed the genes of these cultivars
and found a lack of correlation between genetic clusters and susceptibility to P. capsici,
indicating that resistance was distributed in several tomato lineages. In a subsequent
study, Quesada-Ocampo et al. [178] generated 62 backcross lines using LA407, and tested
their resistance against different P. capsici strains and used annotated markers to locate
genes related to the resistance. Though the researchers found that the resistance had
a good inheritability among the population, they failed to find any annotated markers
strongly associated with P. capsici resistance, with genes with annotation linked to disease
resistance responses mapped to all chromosomes segregated among the population with
the exceptions for 8, 9, 11, and 12. Therefore, the resistance of tomatos to P. capsici has not
been related to specific gene/loci so far, and further studies are required.

3.4.2. Biocontrol

With insufficient levels of conventional control measures against Phytophthora root
rot of tomatoes, antagonistic microbes and organic amendments have been tested to find
feasible biocontrol approaches. Bacteria species are frequently studied for their biocontrol
properties against Phytophthora root rot. Moataza [179] tested five Pseudomonas fluorescences
strains against Rhizoctonia solani and P. capsici in tomato pot trials, and concluded that
two strains, NRC1 and NRC3 had strong lytic activities leading to the destruction of the
pathogens, but the method used in this research was seed coating, which may not be
commercially feasible. In another study, Sharma et al. [180] tested 20 Bacillus strains against
P. capsici on tomatoes grown in net house, and found one species, B. subtilis showed the best
efficiency in terms of decreased disease severity. Furthermore, Syed-Ab-Rahman et al. [181]
tested three bacteria- B. amyloliquefaciens, B. velezensis and Acinetobacter sp. on tomato, and
concluded all three bacteria promoted tomato growth while significantly reducing the
P. capsici load in their roots. An oomycete, Pythium oligandrum was also tested, and was
believed to synthesize two Necrosis- and ethylene-inducing peptide 1 (Nep1)-like proteins
PyoINLP5 and PyoINLP7, which induced the expression of antimicrobial tomato defensin
genes against P. capsici [182].

The application of organic amendments is another approach to biocontrol. For P. capsici
management, Nicol and Burlakoti [183] aerated compost and water and produced four
aerobic compost teas. When tested in the glasshouse, the researchers concluded that if
these products were drenched in potting mix before and after P. capsici inoculation, the
disease progression was reduced by over 70%, with improved plant growth. Other efforts
of using composts against P. capsici have generally been attempted on pepper [184-186], so
the effects of these composts on tomatoes are unknown.

3.5. Pythium Root Rot and Damping-Off

The oomycete Pythium species tend to infect and cause rot of seeds, rootlets, root tips,
and root hairs, with a preference for younger tissue at the root elongation zone and lateral
roots [187]. The infection may cause small, brown, water-soaked lesions and can affect the
entire root system [188]. With the focus on younger tissues, Pythium species infection often
causes seedling damping-off at both pre- and post-germination stages [189,190], while
infected older plants may also show stunted growth.

Pythium species overwinter in the soil as oospores or in plant debris as mycelium [191,192].
The germination of the oospore is facilitated by the exudates of germinating seeds and
roots [192]. Similar to P. capsici, the oospore can produce a germ tube or form a sporangium,
which germinates on its own or releases motile zoospores to contact and invade plant
roots [191]. During the invasion, the oomycete hyphae release enzymes to destroy and feed
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on the host tissues [191]. After the invasion, Pythium species can either repeat the infection
cycle in a new host with sporangia or survive as mycelia with sexual and asexual structures
or dormant oospores until the next growing season [191,192].

3.5.1. Conventional Control Methods
Cultural Control

The application of pathogen-free seedlings and the control of irrigation are found to
be effective forms for tomato Pythium disease management [193,194].

For Pythium species, crop rotation is generally not considered to be effective in the
control of tomato infections because most Pythium species have a wide host range [195].
However, one study on wheat found that 3—4-year rotation cycles using wheat, canola and
legume resulted in a significantly smaller disease incidence compared with less diverse
rotations such as two-year wheat-canola [196]. The reason behind this finding may be that
different crops have significantly different susceptibilities to Pythium infection, which may
restrict the soilborne pathogen inoculum build-up after each crop, and eventually reducing
the disease incidence in the next crop.

Physical Control

Soil solarization is an effective method for Pythium control with a long-period (six
weeks to 60 days) of solarization during the summertime having been shown to significantly
reduce the soilborne population of P. aphanidermatum in tropic zones [197,198]. In a field
trial on tomatoes infected by Pythium spp., solarized soil showed a significantly lower mean
damping-off incidence compared with un-solarized soil (2.15% compared with 68%) [199].

Chemical Control

Several chemicals have been used to manage Pythium species, including hymexazol,
mefenoxam (metalaxyl), phosphonate, thiram and 8-Hydroxyquinoline [200-204]. The
chemicals can be applied as seed treatment [205,206] or soil drenching [207] for seedlings
of tomato.

In addition to the common economic and environmental concerns of chemical con-
trol, several major Pythium species collected from the production of various crops have
developed resistance against several chemicals, especially mefenoxam. For example,
Porter et al. [208] reported over 50% of the Pythium soil population consisted of mefenoxam-
resistant isolates in ten of 64 potato fields from Oregon and Washington. Del Castillo
Munera and Hausbeck [209] tested a total of 202 Pythium spp. isolates collected from
Michigan, and found 39% of these, mostly P. ultimum and P. cylindrosporum isolates were
intermediate to highly resistant to mefenoxam. For another major species P. irregulare,
Aegerter et al. [210] tested four P. irrequlare isolates from a greenhouse extensively applying
mefenoxam and found no inhibition of growth of any isolate occurred at mefenoxam
concentrations of 10 pg/mL or less. For other Pythium species such as P. aphanidermatum,
resistance to mefenoxam was also reported [211,212]. In a rare case, Garzon et al. [203] even
reported that the disease severity of a mefenoxam-resistant P. aphanidermatum on geranium
can be stimulated by sublethal doses of mefenoxam.

Resistance Breeding

Though the deployment of resistant cultivars is a common and effective strategy
for crop disease management, currently there is no Pythium-resistant tomato. The only
potentially useful genetic resource against Pythium is the genes encoding pathogenesis-
related (PR) proteins, with PR-1 protein showing antifungal activity against oomycetes [213].
Tomato has two related genes, PR1b1 and PR1a2, each encoding a basic and an acidic PR-1
protein [214], but the resistance of PR proteins is not pathogen-specific, with only limited
effects against Pythium species.
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3.5.2. Biocontrol

For biocontrol of Pythium disease on tomatoes, several bacteria strains have been stud-
ied. Postma et al. [215] tested four bacteria strains against P. aphanidermatum and found three
strains, Pseudomonas chlororaphis, Peanibacillus polymyxa and Streptomyces pseudovenezuelae,
significantly controlled P. aphanidermatum in under greenhouse conditions. The effect of
Streptomyces bacteria was also supported by the study of Hassanisaadi et al. [195], who
found two root-symbiont Streptomyces species significantly decreased disease incidence
and improved performance of greenhouse tomato under P. aphanidermatum in stress out of
the 116 tested species. For Bacillus bacteria, Martinez et al. [216] tested one B. subtilis strain
MBI600 in a peat-based potting mix and concluded the addition of this strain significantly
reduce tomato and sweet pepper damping-off and root rot while promoting root growth.
Samaras et al. [204] also tested MBI600 on greenhouse tomatoes and concluded that the ap-
plication of this strain achieved satisfactory control efficacy compared to chemical treatment
with 8-Hydroxyquinoline.

For the application of fungal antagonists, the current focus seems to be on the Tricho-
derma species. Caron et al. [217] tested one local T. harzianum strain MAUL-20 on greenhouse
tomatoes and found that it significantly reduced P. ultimum disease incidence, with a bet-
ter effect compared with Rootshield™, a biofungicide based on T. harzianum KRL-AG2.
Cuevas et al. [202] also tested T. parceramosum, T. pseudokoningii and T. harzianum respec-
tively, and found the application of the Trichoderma pellets into the field before seeding can
minimize the activity of Pythium spp., with a higher seed germination rate compared with
the treatment using chemical fungicide mancozeb. Elshahawy and El-Mohamedy [188]
tested the effects of five Trichoderma strains on P. aphanidermatum damping-off of tomatoes
and concluded that under field conditions the combined application of the five isolates
reduced by half the root rot severity while almost doubling the survival of tomato. This was
thought to be through activating tomato defence enzymes and increasing leaf chlorophyll
content, with an increased yield.

Interestingly, even arbuscular mycorrhizal fungi suppressing plant growth may also be
used to control Pythium species. Larsen et al. [218] pre-treated greenhouse tomato seedlings
with Glomus intraradices, G. mosseae, G. claroideum, and then challenged the seedlings with
P. aphanidermatum, with the hypothesis that the application of growth-suppressive fungi
may trigger plant defence response in terms of PR-1 expression to prepare the plants for
Pythium infection. However, the application of arbuscular mycorrhizal fungi did not affect
PR-1 gene expression, with only G. intraradices reducing the pathogen root infection level
of P. aphanidermatum, thus the hypothesis was not confirmed.

Several organic amendments have also been tested against Pythium, such as canola
residues and composts (animal bone charcoal, compost tea, solid green wastes, or green
waste +manure) [215,219-221]. Also, Jayaraj et al. [222] found that formulating amendments
such as lignite with biocontrol agents such as B. subtilis can greatly increase their shelf life,
with good effects on Pythium suppression and plant growth promotion.

3.6. Tomato Verticillium Wilt

Verticillium. dahliae and V. albo-atrum are soilborne fungi that can induce vascular wilt
diseases in over 200 dicotyledonous species, including those economically important such
as tomato [223]. These species invade the host through roots [224,225] and then attack
the vascular system via xylem vessels. This leads to wilting, vascular discoloration, early
senescence, and the eventual death of the infected plant [224].

Though the two Verticillium species have similar lifecycles, V. dahliae causes monocyclic
disease with only one disease cycle in a growing season [224]. In contrast, V. albo-atrum
can produce conidia on infected plant tissues, which can be airborne and contribute to
polycyclic diseases during one growing season [224]. The lifecycles of the two species
both have a dormant, a parasitic, and a saprophytic stage [224]. During the dormant
stage, the resting structures such as microsclerotia and mycelium in soil or plant debris are
under microbiostasis or mycostasis and unable to germinate [224]. The germination of the
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pathogens is stimulated by root exudates from both host and non-host plants [226]. The
pathogens then enter the parasitic stage by invading hosts through the root tip or elongation
region to invade the xylem and vascular systems [226]. After the necrosis of the infected
tissue, the saprophytic stage begins, in which the pathogens extend their colonization
to shoots and roots and produce conidia or microsclerotia to repeat the cycle [224]. The
pathogens can be spread by the transport of infected planting stock or by soil cultivation
and soil movement by wind or water [226].

3.6.1. Conventional Control Methods
Cultural Control

Crop rotation with non-host crops is an effective strategy for Verticillium wilt manage-
ment. The known non-host crops include small grain crops such as wheat and corn [227],
and long rotations lasting over four years are recommended [44].

Hygiene is also important for Verticillium wilt control. pathogen-free seed and disease-
free transplants should be used [44], with infected crop debris removed and destroyed
away from the field. Equipment and foot ware should be washed to prevent the movement
of infested soil between fields. Verticillium also prefers humid soil, thus maintaining well-
drained soil, and eliminating excessive soil moisture may also limit the development of the
pathogen [228].

Physical Control

Verticillium prefers cool temperatures for survival and developing symptoms, thus
heating the soil through solarization could be an effective control method. Currently, solar-
ization against Verticillium wilt is practiced generally in Mediterranean, desert, and tropical
climates, because these climates allow the accumulation of adequate heat to neutralize
the pathogen [229]. However, the data on solarization alone showed poorer performance
compared with the MBr application, which can be improved when combined with the
fumigation using MBr alternatives [230].

Chemical Control

Soil fumigation is also used to control Verticillium wilt. MBr alternatives such as
chloropicrin (CP) (trichloronitromethane) are traditionally used as in formulations together
with MBr to achieve a broader spectrum of activity [230]. In a trial by Gullino et al. [72],
CP applied by shank injection at rates >30 g/m? induced a satisfactory and consistent
control of tomato Verticillium wilt, with no phytotoxicity, but the efficiency was slightly
lower than standard MBr application and may have been influenced by soil type and
organic matter content. Metam-sodium and 1,3-dichloropropene are other alternative soil
fumigants, which have been applied in combination or with metam-sodium alone in the
United States to reduce soil populations of V. dahliae [231]. Several other chemicals such
as fungicides including azoxystrobin, benomyl, captan, thiram, and trifloxystrobin, and a
plant defense activator, acibenzolar-S-methyl were also recommended [116,230,232].

Resistance Breeding

By far, the most feasible and economic control for Verticillium wilt is the application
of resistant cultivars. The resistance gene in tomato to V. dahliae was first identified as
a single dominant factor in the reciprocal crosses between the wilt-resistant variety W6
(Peru Wild x Century) and Moscow, a susceptible variety, and named as Ve in 1951 [233].
Ve was found to be a locus, which contains two genes, Vel and Ve2, with only Vel found to
mediate resistance in tomato [223]. The strains of V. dahliae resistant to Vel and V. albo-atrum
were assigned to race 2 [223]. The Vel gene has been incorporated into many commer-
cial cultivars. However, all the current verticillium-resistant gene resources are against
V. dahliae race 1, thus all race 2 strains of V. dahliae and V. albo-atrum can still infect the
resistant cultivars.
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3.6.2. Biocontrol

Biological control may be a promising method to control Verticillium wilt, given
that most current management methods have limited efficiency. Various microorganisms
have been tested against V. dahliae, such as bacteria Bacillus subtilis and B. velezensis [234],
and fungi including Burkholderia gladioli [235], Gliocladium spp., Penicillium sp. [236,237],
Trichoderma spp. [238], Talaromyces flavus [239], and even V. klebahnii and V. isaacii with low
pathogenicity [240]. Though most of the microorganisms are found to be effective in trials,
most of the trials were carried out in greenhouses or with sterilized soil, with only a few
verified in field conditions. Larena et al. [237] conducted a field assay using P. oxalicum and
concluded that seedlings needed to be treated with 10°~107 CFU/g of the biocontrol agent
around a week before transplanting to achieve a sufficient level of control, but only in a
certain soil type (loam soil, pH = 7.0), and the formulation may not be feasible for tomato
mass production due to the high CFU density requirement.

The application of organic amendments is known as another approach for crop disease
biocontrol. It has long been known that bloodmeal and fishmeal can eliminate the incidence
of Verticillium wilt in tomato [230]. Compared to animal-based amendments (manure),
plant-based amendments not only support beneficial microbial activities but also have
greater efficiency on pathogens due to deleterious chemicals produced by the plants, in
addition to supporting beneficial microbial activities [241]. Giotis et al. [12] concluded
that fresh Brassica tissue, household waste compost, and composted cow manure signifi-
cantly reduced soilborne disease severity of tomato Verticillium wilt, with enhanced plant
growth. Similar results were also achieved by Kadoglidou et al. [242], who applied soil
incorporated spearmint and oregano-dried plant material, which caused disease suppres-
sion resulting in increased fruit yields of tomatoes inoculated with V. dahliae. Moreover,
Ait Rahou et al. [243] used compost based on green waste (quackgrass) to greenhouse toma-
toes inoculated with Verticillium and concluded that growth regulators directly produced by
the microorganisms in the compost improved plant growth significantly. However, when
Lazarovits et al. [244] applied compost made from sewage sludge to suppress V. dahliae
in tomato plants, phytotoxicity was detected over one month, which may have been due
to the excessive accumulation of plant-toxic heavy metals in soils. To conclude, though
organic amendments may be useful for Verticillium wilt management, they may also carry
toxic compounds which may lead to undesired effects.

4. Conclusions and Future Perspective

Among the field processing tomato producing countries covered in this review, the
major soilborne fungal/oomycete pathogens affecting their tomato production are Fol, Forl,
P. lycopersici and P. capsici, with the pathogenic Verticillium spp., and Pythium spp. being
also important in certain countries. The various management methods (Table 1) generally
have variable levels of effectiveness on the diseases (Table 2). For cultural controls, hygiene
is fundamental to disease control, while the effectiveness of crop rotation is affected by the
host range and longevity of the corresponding pathogen in soil and crop debris. Physical
control represented by soil solarization is generally effective except for Fol which can
withstand high temperatures, but the level of success is affected by several environmental
and biological factors, thus it may work better as a part of integrated disease management.
The situation of chemical control is more problematic. The industry used to rely heavily
on the broad-spectrum, cost-efficient MBr soil fumigation effective against all soilborne
pathogens, but it turned out to be a lose-lose. MBr heavily damaged the ozone layer, which
resulted in it being banned globally, while the ban in turn caused enormous losses to the
industry. For example, Cao et al. [132] estimated that in Florida, the phase-out of MBr
and the introduction of replacements may have caused a 20% tomato yield reduction and
a $1656 decrease in profit per acre, which substantially harmed the competitiveness and
sustainability of the tomato industry of Florida. As discussed above, alternative chemicals
are available for the control of all diseases, but these generally have reduced spectrum and
cost-efficiency, and in some cases, the pathogens have already developed certain levels
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of resistance. The situation is further exacerbated by the decreasing public acceptance of
the chemical application, and the fact that even some alternatives to MBr, such as metam
sodium, have been banned or are scheduled for a phase-out in certain areas [245]. Breeding
for disease resistance remains highly effective, but it is traditionally laborious and time-
consuming, and genes for complete resistance to P. lycopersici, Pythium sp., V. dahilae race 2,
and V. albo-atrum have not been identified.

Table 1. Different management methods and their examples are mentioned in this review.

Management Methods Examples
Cultural control Crop rotation, farrowing, hygiene
Physical control Soil solarization, soil warming
Chemical control Soil chemical fumigation, application of fungicide
Resistance breeding Crossing the desired traits from wild relatives into cultivated tomato varieties
Biological control Biocontrol agents, organic soil amendments

Table 2. Advantages and disadvantages of the management methods concluded from this review.

Management Methods Advantages Disadvantages
Cultural control Basic, easy to be carried out Limited controlling effects
Can be integrated into other management methods Laborious
Physical control Effective against pathogens residing in soil May not be economically feasible

Material highly accessible Effectiveness depends on the local environment and the

biology of the pathogen
Less effective in deep soil
Chemical control Highly effective-at least in the initial stages High cost
Broad-spectrum effect of fumigation Requiring registration
Target-specificity of fungicides Negative effects on the environment and human health
Industrialized process Decreasing public acceptance
Resistance breeding Target-specific resistance Laborious
Sustainability Time-consuming
Environmentally friendly Resistance traits against certain pathogens do not exist
Biological control Various mechanisms against specific pathogens New, largely in in vitro trial stage
Sustainability Impact on the indigenous microbial community
Environmentally friendly Requiring registration

Highly levels of disease control effects

High public acceptance

Cost-efficiency

Turns waste into use

Though relatively new for crop disease management, biological control seems to show
promise. Although most biocontrol agents are still in the greenhouse trial stage, assessment
has shown satisfying levels of disease control, many of which directly attack pathogens
or initiate the plant’s own defence mechanisms, and some directly improve the growth
and development of crops. Also, the use of organic amendments may not only improve
the plant growth, but also utilize unwanted organic products, which may go to waste
otherwise. Therefore, the advantages of biocontrol may minimize the adverse effects on the
environment while being highly appealing to the public.

Disease management has long been challenging for the tomato industry. Cultivated
tomato is considered to have low genetic diversity due to the population bottleneck ef-
fect of domestication and artificial selection [246], making them vulnerable to destructive
pathogens. Also, temperate climates and adequate humidity is preferred by cultivated
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tomatoes [32], which may also facilitate the flourishing of soilborne microorganisms, in-
cluding pathogens. Moreover, the fast development of international trade in recent years
has brought new threats by allowing the emergence of pathogens into new geographical
locations through transporting infected products [247], which can adapt to the new environ-
ment via mutation or merging with their local native relatives. Also, climate change may
also facilitate the natural movement of pathogens. As demonstrated by Bebber et al. [248],
global warming has made crop pathogens move poleward, affecting the zones that used
to be too cold for them to survive. More importantly, climate change is particularly chal-
lenging for the processing tomato industry. Cammarano et al. [249] made predictions of
global tomato yield based on five potential future global warming scenarios and concluded
that around 6% decline in processing tomato production may take place in the three major
producing areas (California, China, and Italy) by 2050 due to the increased temperature,
with little differences between the scenarios.

With conventional disease management strategies becoming inadequate for the chal-
lenges brought about by pathogen resistance, global trade, and climate change, innovative
control strategies are needed. Biocontrol, with its good potential in disease control effi-
ciency, public acceptance, and crop yield improvement, should be incorporated into the
integrated disease management of field processing tomato. This will complement cultural
practices, physical disease management, and modern breeding techniques such as gene
editing and CRISPR/Cas, to develop management practices emphasizing sustainability
and the security of both food and the environment, and hence greatly reduced reliance on
synthesized chemical application.
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Abstract: Fusarium solani is the main pathogenic fungus causing the root rot of wolfberry (Lycium
barbarum). The endophytic fungus Metarhizium robertsii has been widely used for the biocontrol
of plant pathogenic fungi, but the biocontrol effects of this fungus on wolfberry root rot and its
antifungal mechanism against F. solani have not been reported. In this study, the antagonism of
endophytic fungus M. robertsii against F. solani was verified. Further, we optimized the fermentation
conditions of M. robertsii fermentation broth based on the inhibition rate of F. solani. In addition,
the effects of M. robertsii fermentation broth on the root rot of wolfberry and its partial inhibition
mechanism were investigated. The results showed that M. robertsii exhibited good antagonism against
F. solani. Glucose and beef extracts were the optimal carbon and nitrogen sources for the fermentation
of M. robertsii. Under the conditions of 29 °C, 190 rpm, and pH 7.0, the fermentation broth of M.
robertsii had the best inhibition effect on F. solani. Furthermore, the fermentation broth treatment
decreased the activities of superoxide dismutase, catalase, and peroxidase of F. solani; promoted the
accumulation of malondialdehyde; and accelerated the leakage of soluble protein and the decrease in
soluble sugar. In addition, inoculation with M. robertsii significantly reduced the decay incidence and
disease index of wolfberry root rot caused by F. solani. These results indicate that M. robertsii could be
used as a biological control agent in wolfberry root rot disease management.

Keywords: endophytic fungus; Lycium barbarum; disease control; Fusarium solani; antifungal mechanism

1. Introduction

As a medicinal and functional food, wolfberry (Lycium barbarum) has a long history
of planting and cultivation, and it is widely planted in the Nei Monggol, Gansu, Ningxia,
Shaanxi, and Qinghai provinces in China [1]. This plant has a high nutritional value and
contains a variety of bioactive compounds such as polysaccharides, minerals, carotenoids,
and polyphenols, for which their various effects include anticancer, antiaging, and hypo-
glycemic [2]. However, wolfberry plants are susceptible to phytopathogenic fungi, resulting
in decreased fruit quality and yield. Among them, root rot caused by Fusarium solani is
one of the major soil-borne diseases. The disease occurs in a wide range, spreads rapidly,
and is highly destructive. It can cause the yellowing of plant leaves and the shrinking of
branches, resulting in a decline in the quality of wolfberry fruit and a decrease in yield.
In severe cases, it can lead to the death of the entire plant, causing great economic losses
to local wolfberry growers [3]. Therefore, the effective prevention and control of root rot
disease are of great significance for the healthy development of the wolfberry industry.

Biological control agents have been widely used to control plant root rot due to their
advantages of safety, high efficiency, and low cost. Trichoderma harzianum, Rhizobium
japonicum, and T. atroviridae treatments significantly reduce the incidence and severity of
peanut and soybean root rot caused by F. solani, and they also show good plant growth
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promotion effects [4—6]. Metarhizium robertsii is a common entomopathogenic fungus and
has been proven to be a plant endophytic fungus [7-9]; it has a significant and persistent
pest control effect on its natural insect enemies. Metarhizium biological agents have been
commercialized to some extent in the United States, Brazil, and Europe. The application of
M. robertsii showed good biological control against banana stem weevil Odoiporus longicollis
Oliver and European grapevine moth Lobesia botrana [10,11]. In addition, Metarhizium
robertsii also showed good effects in plant disease control and significantly decreased
the disease index of soybean root rot caused by F. solani [7]. Antioxidant systems play
an important role in ROS scavenging, and superoxide dismutase (SOD), catalase (CAT),
and peroxidase (POD) are important antioxidant enzymes in pathogenic fungi [12]. The
inhibition of antioxidant enzyme activity may disrupt the balance of ROS metabolism, thus
affecting the growth and pathogenicity of pathogenic fungi. Malondialdehyde (MDA) is
one of the indicators used to measure the degree of oxidative stress, which can reflect the
degree of fungal membrane lipid peroxidation. Soluble protein and soluble sugar could
act as measures for the level of protein damage and cell carbon metabolism. Our previous
study found that M. robertsii is also an endophytic fungus of wolfberry, but its control effect
on the root rot of wolfberry has not been reported. In addition, whether its antifungal
mechanism is related to the reduction in antioxidant enzymes and the destruction of cell
membrane structure remains unclear.

The production of secondary metabolites with antifungal effects is the key to bio-
logical control. The production of these antifungal substances is not only related to the
genetic characteristics of the fungus itself but is also influenced by the medium, nutrient
composition, and fermentation conditions. The optimization of medium composition and
fermentation conditions can significantly increase the production of antifungal secondary
metabolites and enhance the inhibitory effect on pathogenic fungi [13]. In one study, corn
steep liquor as a nitrogen source promoted the growth of M. robertsii blastospore and
increased its virulence relative to corn leafthopper Dalbulus maidis [14]. The optimal fermen-
tation conditions obtained using response surface methodology optimization significantly
increased the inhibition of Fulvia fulva and Botryosphaeria dothidea by Streptomyces lavendulae
fermentation broth [15]. Although M. robertsii has been reported to inhibit the root rot of
soybeans, the relationship between this fungus’s fermentation conditions and its biocontrol
potential against F. solani is still unclear.

The aims of this study were to (1) analyze the effects of different carbon and nitro-
gen sources as well as fermentation conditions on the antifungal activity of M. robertsii;
(2) optimize the fermentation conditions of M. robertsii using response surface methodology
to increase the antifungal activity of the fermentation broth; and (3) investigate the biocon-
trol effect of M. robertsii on the root rot of wolfberry and possible antifungal mechanism
against F. solani.

2. Materials and Methods
2.1. Fungal Strain, Culture Medium, and Wolfberry Plant

The isolation, screening, identification, and preservation of M. robertsii (HYC-7 strain)
and F. solani were carried out at the Forest Protection Laboratory, College of Forestry, Gansu
Agricultural University.

Basic fermentation medium: NaNOj (3 g), KH,PO4 (1 g), MgSO4 (0.5 g), KC1 (0.5 g),
FeSOy4 (0.01 g), sucrose (30 g), potato (200 g), and distilled water (up to 1 L).

One-year-old healthy wolfberry plants were collected from the economic forest teach-
ing and research practice base of Gansu Agricultural University.

2.2. Determination of the Antagonistic Effect of HYC-7 Strain on F. solani

Fusarium solani was inoculated on one side of the PDA plate, and the HYC-7 strain
was inoculated on the other side at a symmetrical position 3 cm from the edge of the plate.
After culturing at 25 °C for 5 d, the antagonistic effect was observed, and the inhibition rate
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of F. solani was calculated: inhibition rate = (colony diameter of control group — colony
diameter of treatment group)/(colony diameter of control group) x 100%.

2.3. Screening of Optimum Carbon and Nitrogen Sources for Fermentation Medium

Mannitol, glucose, maltose, lactose, and soluble starch were selected as carbon sources
to replace sucrose; beef extract, yeast extract paste, L-glutamic acid, carbamide and peptone
(purity > 99.7%, Tianjin Guangfu Fine Chemical Research Institute, Tianjin, China) were
selected as nitrogen sources to replace sodium nitrate in the basic medium.

Different nitrogen and carbon source liquid fermentation media were each placed
into 150 mL conical flasks for 30 min. After cooling, 1 mL of the spore suspension
(1 x 107 mL~!) of the HYC-7 strain was added to each fermentation liquid medium; sterile
water and Tween-80 were selected as the control. The medium was incubated in a constant-
temperature shaker at 28 °C and 160 rpm for 5 d. The fermentation broth was centrifuged at
4 °Cand 9900x g for 20 min to obtain the supernatant and then filtered through a 0.22 um
microporous membrane for later use. The fermentation broth was mixed with the PDA
medium at a ratio of 30% [8]. After cooling, the fungus cake of F. solani was inoculated in
the center of the plate and cultured at 28 °C in the dark. When the colony diameter in the
control group reached 3/4 of the diameter of the plate, it was measured using the crossover
method and the inhibition rate was calculated according to the following formula:

Inhibition rate (%) = (A(;)B) % 100; A and B represent the colony diameter of the control

and treatment group, respectively.

2.4. Single-Factor Test of the Effect of Different Fermentation Conditions on the Inhibition Rate of
HYC-7 Fermentation Broth

Under the basic conditions of temperature (28 °C), pH (6.0), inoculation amount
(1 mL), loaded liquid (60 mL), and rotational speed (160 rpm), we kept the other conditions
constant and only changed one condition to conduct a single-factor test. The following
conditions were set: temperature: 20, 22, 25, 28, and 30 °C; pH: 5.0, 6.0, 7.0, 8.0, 9.0, and
10.0; inoculation amount: 0.5, 1, 1.5, 2, 2.5, and 3 mL; loaded liquid: 40, 50, 60, 70, and
80 mL; rotational speed: 120, 140, 160, 180, and 200 rpm. Six replicates of each treatment
were created and incubated for 5 d in a constant-temperature shaker; then, the inhibition
rate was determined using the fermentation broth according to the method in Section 2.3.

2.5. Response Surface Optimization Test

On the basis of the single-factor test, the three pH (A), rotational speed (B), and
temperature (°C) parameters were optimized. The response surface test scheme was
designed according to the Box-Behnken method in the Design-Expert 8.0.6 software, as
shown in Tables S1 and S2.

2.6. Determination of Colony Diameter, Sporulation, Spore Germination Rate, and Germ Tube
Length

The HYC-7 strains were inoculated in a basic 60 mL fermentation medium and cultured
in a constant-temperature shaker at 190 rpm and 29 °C for 5 d. Then, the fermentation broth
was centrifuged at 4 °C and 9900 x g for 20 min, and the supernatant was taken and filtered
through a 0.22 um microporous membrane. A sterile fermentation filtrate was obtained
for use.

The colony diameter, sporulation, spore germination rate, and germ tube length were
determined according to the method of Li et al. (2020) [16]. The sterile fermentation filtrate
was mixed with the PDA medium according to volume fractions of 10%, 20%, 30%, 40%,
and 50%, and the basic fermentation medium was used as the control. The fungus cake of
F. solani was inoculated to the center of the plate at 28 °C in the dark for 7 d. The colony
diameter was measured using the crossover method. A plate cultured for 7 d was taken,
and 10 mL of sterile water was added. Spores were gently scraped off the plate with a
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sterilizing coater. After the sterile gauze was filtered, sporulation was counted using a
hemocytometer.

The sterile fermentation filtrate was mixed with the PDB medium in volume fractions
of 10%, 20%, 30%, 40%, and 50%, and the same amount of basic fermentation medium was
added as the control. With a pipette gun, the medium was absorbed and suspended on a
hollow glass slide and cultured at 28 °C in the dark. After 6 h, a microscope was used to
count the spore germination and measure the length of the germ tubes. Germ tubes longer
than half of the spore length were considered as spore germination.

2.7. Determination of Antioxidant Enzymes Activity

After F. solani were cultured in PDB medium for 7 d, they were filtered and collected;
washed with sterile water; mixed with fermentation broth at 1:50 (w/v); treated for 0, 3, 6,
9,12, 24, 36, and 48 h; and stored in liquid nitrogen for later use.

The assays of SOD, CAT, and POD activities were based on the methods previously
described by Zhang et al. (2022) and Wang et al. (2021) [17,18]. In total, 0.2 g of frozen
mycelium was ground in 5 mL of precooled phosphate buffer (50 mM and pH 7.8) and
centrifuged at 4 °C and 9900 g for 20 min, and the supernatant was the crude enzyme of
SOD and CAT. The SOD determination reaction system included 1.5 mL of phosphate buffer
(50 mM, pH 7.8), 0.3 of mL L-methionine (130 mM), 0.3 mL nitroblue tetrazolium chloride
(750 uM), 0.3 mL of EDTA-Na, (100 uM), 0.5 mL of distilled water, 0.3 mL of riboflavin
(20 uM), and 100 pL of crude enzyme solution. Subsequently, the mixture was placed in 25
°C and 3000-4000 Ix light conditions for 20 min and then placed in the dark to terminate
the reaction; the absorbance value was immediately measured at 560 nm. One activity
unit (U) of the SOD enzyme inhibits 50% of the photochemical reduction of NBT and is
expressed as U-g~! FW. The CAT determination reaction system included 2.9 mL of H,O,
(0.067%) and 0.1 mL of enzyme solution, with distilled water as the control. The change
in ODy4 within 2 min was recorded. A decrease of 0.01 ODyy4y per minute was defined as
one unit (U) and expressed as U-g~! FW. The POD determination reaction system included
2.6 mL of guaiacol (0.3%), 0.3 mL of H,O; (0.6%), and 0.1 mL of enzyme solution, with
distilled water as the control. The change in ODy7g within 2 min was recorded. An increase
of 0.01 ODyy( per minute was defined as one unit (U) and expressed as U-g_1 FW.

2.8. Determination of Content of Malondialdehyde, Soluble Protein, and Soluble Sugar

Malondialdehyde content was determined according to the method of Li et al. (2020) [15].
The 0.2 g of frozen mycelium was ground in 5 mL of TCA (10%) in an ice bath and
centrifuged at 4 °C and 9900 g for 20 min, and the supernatant was the crude extract. In
total, 1 mL of crude extract was added to 2 mL of 0.67% thiobarbituric acid in a boiling
water bath for 30 min and then centrifuged after rapid cooling. The absorbance value of
the supernatant was measured at 450 nm, 532 nm, and 600 nm. The MDA content was
expressed as mmol-g ! FW.

The soluble protein content was determined according to the method of Bradford.
(1976) [19]. Then, 0.2 g of frozen mycelium was ground in 5 mL of distilled water in an
ice bath and centrifuged at 4 °C and 9900x g for 20 min; the supernatant was a protein
extraction solution. An amount of 0.5 mL of the extract was added to 0.5 mL of distilled
water and 5 mL of Coomas bright blue G-250 reagent. After standing for 2 min, the
absorbance value was measured at 595 nm. The soluble protein content was calculated
using a standard curve and expressed as mg-g~ ! FW.

The content of soluble sugar was determined according to the method of Dai et al.
(2017) [20]. Then, 0.2 g of frozen mycelium was ground in 5 mL of distilled water and
transferred to a test tube, boiled for 30 min, naturally cooled, and filtered into a 25 mL
volumetric flask. In total, 0.5 mL of filtrate was added to 1.5 mL of distilled water, 0.5 mL
of anthrone solution, and 5 mL of concentrated sulfuric acid successively. After the reaction
solution became transparent, the absorbance value was determined at 620 nm. The soluble
sugar content was expressed as mg-g~! FW.
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2.9. Determination of Decay Incidence and Disease Index of Wolfberry

Healthy wolfberry root tissues were selected and washed with running water to
remove soil. Then, they were soaked in 75% alcohol for 20 s, 0.1% mercuric chloride
solution for 30 s, and finally rinsed with sterile water to remove the disinfectant residue.
The roots were cut into 10 mm slices with a sterile blade, and the surface of the roots was
pierced evenly with a sterile needle. HYC-7 strain, F. solani, and HYC-7 strain + F. solani
were inoculated as treatment groups, and sterile water was used as the control. The specific
experimental steps were as follows: The injured wolfberry root tissues were soaked in the
fermentation broth of the HYC-7 strain with a concentration of 1 x 107 spores/mL for
30 min and then placed in a Petri dish with moist sterile filter paper. Fusarium solani with
a concentration of 1 x 10° spores/mL were sprayed uniformly on the surface of the root
tissues after 24 h and then cultured at 28 °C in the dark. According to the severity of the
root’s decay, they were divided into five grades, where 0 = no root rot symptoms; 1 = less
than 5% root area rotted; 2 = 5-25% root area rotted; 3 = 26-50% root area rotted; 4 = 51-75%
root area rotted; and 5 = more than 75% root area rotted. After 7 d, the decay incidence and
disease index were determined according to the method of Sasan and Bidochka. (2013) and
calculated as the following formulas [7].

Decay incidence (%) — Number of diseased plants
Y 7 Investigation of total number of plants

% (Number of disease at all levels x Disease grade)

1
Survey the total number of plants x Highest grade 00

Disease index (%) =

2.10. Data Analysis

All determinations in this study were repeated at least three times. Data were ex-
pressed as means and standard errors, and Origin 2022b was used for mapping. The
significance analysis of Duncan’s multiple differences was performed using SPSS 22.0
(SPSS, Chicago, IL, USA).

3. Results
3.1. HYC-7 Strain on F. solani
The results of the PDA plate confrontation showed that the HYC-7 strain had a

significant antagonistic effect on F. solani, with an inhibition rate of 39. 8% at the 5th d of
culture (Figure 1).

Figure 1. HYC-7 strain inhibits the colony growth of F. solani.
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3.2. Screening of Optimum Nitrogen and Carbon Sources for Fermentation Medium

Nitrogen and carbon sources are important nutrients for fungal growth. The results
showed that the inhibition rate of the HYC-7 fermentation broth was significantly different
in different nitrogen and carbon source media. When beef extract and glucose were used
as nitrogen and carbon sources, the inhibition rates of the fermentation broth were 40.35%
and 35.58%, respectively, which were significantly higher than those of other nitrogen and
carbon sources (p < 0.05) (Figure 2). Therefore, the fermentation medium with beef extract
as the nitrogen source and glucose as the carbon source was selected for the single-factor
test and the collection of HYC-7 strain fermentation broth.
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Figure 2. Effect of different nitrogen (A) and carbon sources (B) on the inhibition rate of HYC-7
strain fermentation broth. Vertical bars represent standard error (+SE), and different letters indicate
significant differences between groups (p < 0.05).

3.3. Single-Factor Test

The inhibition rate of the HYC-7 fermentation broth showed a first increasing and then
decreasing trend with an increase in pH. When the pH was 9, the highest inhibition rate
was 38.9% (Figure 3A). When the inoculation amount was within the range of 0.5-3.0 mL,
the inhibition rate of the HYC-7 fermentation broth showed an obvious first increasing and
then decreasing trend. When the inoculation amount was 2 mL, the inhibition rate was
28.11%, which was significantly higher than other groups (p < 0.05) (Figure 3B). The loaded
liquid had a significant effect on the inhibition rate of the HYC-7 fermentation broth. When
the loaded liquid was 70 mL, the maximum inhibition rate was 30.75% (Figure 3C). The
inhibition rate of the fermentation broth increased with an increase in rotational speed. The
maximum inhibition rate was 38.39% at 200 rpm (Figure 3D). The inhibition rate of the
fermentation broth decreased first and then increased with an increase in temperature and
reached a maximum value of 38.02% at 28 °C (Figure 3E).
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Figure 3. Effects of pH (A), inoculation amount (B), loaded liquid (C), rotational speed (D), and
temperature (E) on the inhibition rate of the HYC-7 strain fermentation broth. Vertical bars represent
standard error (£SE), and different letters indicate significant differences between groups (p < 0.05).

3.4. Response Surface Test Optimization Results

The response surface test’s design and results are shown in Table S2.

3.4.1. Regression Equation Fitting and Analysis of Variance

A mathematical model with the regression equation was established via statistical
analyses of the experimental data: the inhibition rate (%) =51.71 — 3.09 A — 0.10 B + 3.37 C
+2.96 AB + 0.45AC +0.80 BC — 4.38 A> — 8.39 B* — 7.51 C*.

Variance analysis and the significant difference test were conducted for the regression
model, and the results are shown in Table S3. The regression of the model was significant
(p < 0.0001). The loss of quasi-item p = 0.1179 > 0.05 was not significant, indicating that the
model was suitable with a high degree of fit, indicating that the test results were consistent
with the model, while other unknown factors had little interference in the test results; the
model was suitable, and the fitting degree was high, so the establishment of the regression
model had a certain guiding significance. At the same time, the first A, C, and AB terms
and the second A?, B?, and C? terms all had significant antifungal activity. The correlation
of the model was high with a regression coefficient of R? = 0.9777. The regression coefficient
was R? = 0.9777; this showed that the correlation of the model was high. The F value
represents the importance of each influencing factor to the test index. The larger the F
value, the stronger the influence of the factor on the inhibition rate. The results showed
that the influence of three factors on the inhibition rate was in the order of temperature
(C, °C) > pH (A) > rotational speed (B, rpm).

3.4.2. Response Surface Analysis of Interaction of Various Factors

The response surface diagram below could more intuitively reflect the interaction
of the three main factors and their influence on the inhibition rate. It can be observed
in the surface diagram and contour lines in (Figure 4) that the interaction between A
(pH) and B (rotational speed) had a significant impact on the antifungal activity of the
strain. This is consistent with the results shown in Table S3, such as AB = 0.0102 < 0.05. The
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optimal conditions were obtained using a quadratic multinomial regression fitting equation:
pH—6.96; rotational speed—189.40 rpm; and fermentation temperature—29.21 °C. Under
these conditions, the predicted inhibition rate was 52.62%. The optimal fermentation
conditions were a pH of 7.0; a rotational speed of 190 rpm; and a culture temperature of
29 °C for simple and feasible operation.
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Figure 4. The response surface methodology and contour plots of the effects of the interaction
between rotational speed and pH (A), temperature and pH (B), and temperature and rotational speed
(C) on the inhibition rate of the HYC-7 strain fermentation broth. Note: The incline degree of the
surface diagram is directly proportional to the influence degree of factors on the response value. The
larger the focal length of the contour, the stronger the interaction between parameters.

The fermentation broth was prepared under the optimal fermentation conditions (pH
7.0, 190 rpm, and 29 °C) and repeated three times to verify the accuracy of the model.
The average inhibition rate was 51.80%, which was consistent with the predicted value of
52.62%.

3.5. Effects of HYC-7 Fermentation Broth on the Growth and Development of F. solani

The colony diameter could visually reflect the amount of mycelium growth. Com-
pared with the control, the colony diameter of F. solani decreased continuously with the
increase in fermentation broth concentration. When the concentration of fermentation
broth was 50%, the colony diameter was the smallest, which was 65.2% lower than the
control (p < 0.05) (Figure 5A). Sporulation, spore germination rate, and germ tube length
are important indicators for measuring fungal reproductive capacity and spore viability.
Compared with the control, the lowest sporulation was observed when the fermentation
broth concentration was 30%, which was 82.1% lower than the control (p < 0.05) (Figure 5B).
When the fermentation broth concentration was 30%, 40%, and 50%, there were no signifi-
cant differences in sporulation. Similarly, both the spore germination rate and germ tube
length of F. solani gradually decreased with the increase in fermentation broth concentration.
When the concentration of the broth was 50%, the spore germination rate and germ tube
length were the lowest, and they were 75.8% and 62.6% lower than the control (p < 0.05)
(Figure 5C,D).
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Figure 5. Effects of the HYC-7 strain fermentation broth with different concentrations on the colony
diameter (A), sporulation (B), spore germination rate (C), and germ tubes length (D) of F. solani.
Vertical bars represent standard error (+SE), and different letters indicate significant differences
between groups (p < 0.05).

3.6. Effects of HYC-7 Strain Fermentation Broth on the Activities of SOD, CAT, and POD and the
Contents of MDA, Soluble Protein, and Soluble Sugar

SOD, CAT, and POD are important antioxidant enzymes in phytopathogenic fungi
and play an important role in the scavenging of excess reactive oxygen species (ROS). The
SOD activity of both the HYC-7 fermentation treatment and the control F. solani increased
and then decreased during the treatment period, reaching a peak at 24 h. The HYC-7
fermentation broth treatment significantly decreased the SOD activity of F. solani and was
lower than the control during the treatment period. At 24 h and 48 h, they were 29.89%
and 64.01% lower than the control, respectively (p < 0.05) (Figure 6A). The activity of CAT
in both the HYC-7 fermentation broth treatment and the control F. solani also increased
and then decreased during the treatment period, reaching a peak at 24 h. The HYC-7
fermentation broth treatment significantly decreased the CAT activity of F. solani in the
later treatment period, and it was lower than the control by 20.25% and 41.66% at 24 h and
48 h, respectively (p < 0.05) (Figure 6B). The POD activity of the control F. solani increased
continuously during the treatment, but the HYC-7 fermentation broth treatment increased
first and then decreased, always being lower than that of the control. At24 h and 48 h,
these two were 25.73% and 78.17% lower than the control (p < 0.05) (Figure 6C).

The MDA content of both the HYC-7 fermentation broth treatment and control F.
solani increased continuously during the treatment period. The HYC-7 fermentation broth
treatment significantly increased the MDA content of F. solani and was higher than the
control during the treatment period. At 24 h and 48 h, it was 13.15% and 32.15% higher
than the control, respectively (p < 0.05) (Figure 6D). The soluble protein content of the
HYC-7 fermentation broth treatment and control F. solani increased first and then decreased
during the treatment period. The control reached the peak at 36 h, but the broth treatment
reached the peak at 24 h and then began to decrease rapidly. At 48 h, it was significantly
lower than the control: 30.07% (p < 0.05) (Figure 6E). Similarly, the soluble sugar content
of the broth treatment and control F. solani decreased continuously during the treatment
period. The HYC-7 fermentation broth accelerated the decrease in soluble sugar content,
which was 28.23% and 40.95% lower than that of the control at 24 h and 48 h, respectively
(p < 0.05) (Figure 6F).
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Figure 6. Effects of the HYC-7 strain fermentation broth on the activities of SOD (A), CAT (B),
and POD (C) and the contents of MDA (D), soluble protein (E), and soluble sugar (F) of F. solani.
Vertical bars represent standard error (£SE), and asterisks indicate significant differences between
the treatment and the control at the same time (p < 0.05). SOD: Superoxide dismutase; CAT: catalase;
POD: peroxidase; MDA: malondialdehyde.

3.7. Effect of HYC-7 Fermentation Broth on the Decay Incidence and Disease Index of Wolfberry
Root Rot

As shown in Figure 7, the control group also showed a certain degree of decay inci-
dence. Compared with the control, HYC-7 strain inoculation significantly decreased the
decay incidence and disease index, which were 38.5% and 25.5% lower, respectively, than
those of the control after 7 d of inoculation (p < 0.05). Fusarum solani inoculation resulted in
a more serious decay incidence of wolfberry root rot. Similarly, compared with the F. solani
inoculation, HYC-7 strain+F. solani inoculation significantly decreased the incidence and
disease index by 57.5% and 41.8%, respectively, after 7 d of inoculation (p < 0.05).
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Figure 7. Effect of the HYC-7 strain fermentation broth on the decay incidence (A) and disease index
(B) of wolfberry root rot. Vertical bars represent standard error (+SE), and different letters indicate
significant differences between groups (p < 0.05).
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4. Discussion

In this study, we found that the antifungal activity of M. robertsii fermentation broth
was strongest when glucose and beef paste were used as carbon and nitrogen sources.
This result is similar to the previous results obtained by optimizing the composition of
the Bacillus pumilus fermentation medium [21]. It was also shown that the best carbon
and nitrogen sources for M. anisopliae to produce the secondary metabolite destruxin were
maltose and peptone, respectively, which is inconsistent with the results obtained in the
present study possibly due to differences among the strains [22]. The response surface
results indicated that temperature, pH, and rotational speed had a greater effect on the
antifungal activity of M. robertsii fermentation broth. The optimal fermentation conditions
were a temperature of 29 °C, a pH of 7.0, a rotational speed of 190 rpm, and 60 mL of loaded
liquid; the inhibition rate was 51.80% under these conditions. Previous studies have shown
that the evaluation of biocontrol effectiveness is based on the content of antimicrobial
substances or the inhibition rate of the target pathogenic fungi [23]. Using the antifungal
ability of the fermentation broth as a response variable, the response surface methodology
optimized the optimal medium volume, initial pH, and fermentation temperature of the
DS-RS5 strain, which significantly improved the inhibition of its fermentation broth against
F. solani [24]. Similarly, the optimization of the fermentation conditions of Xenorhabdus
nematophila using the response surface methodology significantly improved its antibiotic
activity [13].

In this study, it was shown that the HYC-7 strain, isolated from healthy wolfberry inter-
root soil, had a significant biological control effect against root rot disease caused by F. solani.
Previous studies have shown that the key to the biocontrol effect of microorganisms is the
production of secondary metabolites, and the main metabolites in the fermentation broth of
M. anisopliae are the nonribosomal cyclic peptides of destruxins. Destruxins exhibit a variety
of acute toxic effects against insects. In addition, serinocyclin, subglutinol, and swainsonine
were also identified in the secondary metabolites of Metarhizium spp. [25]. Serinocyclin
A showed entomophagous activity as the exposed mosquito larvae to this compound
exhibited abnormal swimming as they were unable to control the position of their heads.
Swainsonine, as a mycotoxin, has the effect of inhibiting lysosomal x-mannosidase [26,27].
In this study, the results indicated that the HYC-7 fermentation broth treatment with
different concentrations had a significant inhibitory effect on the growth and development
of F. solani, and the inhibition increased with the increasing concentration of fermentation
broth volume. This may be due to the increase in the concentration of antifungal secondary
metabolites in the broth with respect to the increase in the concentration volume.

Pathogenic fungi are subjected to severe oxidative stress when infesting plants or
under unfavorable environmental conditions, which can limit their colonization or normal
growth and development [28]. However, such fungi have the ability to scavenge reactive
oxygen species (ROS) to neutralize excess ROS from normal physiological processes or
environmental stresses. SOD catalyzes the conversion of O, to H,O,, followed by the
further decomposition of H;O, to H,O and O, by CAT, thereby reducing ROS-induced
oxidative stress. POD acts synergistically with CAT and SOD to form an antioxidant
enzyme system that is also involved in the detoxification of HyO, [29]. Previous studies
found that citral and cinnamaldehyde treatments significantly reduced SOD, CAT, and
POD activities and inhibited the growth of F. sambucinum. Our study indicated that HYC-7
fermentation broth treatment significantly inhibited the SOD, CAT, and POD activities of
F. solani. The inhibition of antioxidant enzyme activity may lead to the disruption of the
balance of ROS metabolism and the massive accumulation of intracellular reactive oxygen
species, which exacerbate cellular membrane lipid peroxidation and disrupted membrane
integrity, resulting in a significant reduction in pathogenicity [28]. Previous studies have
shown that when the cell membrane is destroyed by antibacterial substances, it will cause
changes in permeability, resulting in a large accumulation of MDA and the release of
macromolecular proteins in cells [30]. In this study, we found that the HYC-7 fermentation
broth treatment promoted the accumulation of MDA and accelerated the leakage of soluble
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protein and the decrease in soluble sugar content. Therefore, we inferred that the HYC-
7 fermentation broth caused serious damage to the cell membrane and the leakage of
soluble protein and inhibited the carbon metabolism of F. solani, limiting its normal life
metabolism and thus effectively inhibiting the growth of F. solani. This also indirectly
supported the results that the HYC-7 fermentation broth treatment significantly inhibited
the activities of antioxidant enzymes. These results were consistent with previous reports
that Bacillus pumilus HR10 fermentation broth treatment promoted MDA accumulation
and inhibited soluble protein and soluble sugar content in Sphaeropsis sapinea [31]. In
summary, we suggest that the phenomenon of HYC-7 fermentation broth reducing the
occurrence of wolfberry root rot is related to inhibiting the growth and development of
F. solani, promoting MDA accumulation and accelerating the leakage of soluble protein
and the decrease in soluble sugar content; however, the specific mechanism needs to be
further studied.

5. Conclusions

In this study, the fermentation broth of M. robertsii had the best inhibitory effect on
F. solani when glucose and beef extract were selected as carbon and nitrogen sources. The
fermentation factors affecting the inhibitory effect of M. robertsii fermentation broth were
temperature > pH > rotational speed, and the optimal fermentation conditions were a
temperature of 29 °C, a pH of 7.0, a rotational speed of 190 rpm, and 60 mL of loaded liquid;
the inhibition rate was 51.80% under these conditions. Metarhizium robertsii fermentation
broth treatment inhibited colony growth, sporulation, spore germination, and germ tube
elongation of F. solani. Metarhizium robertsii fermentation broth treatment also decreased the
SOD, CAT, and POD activities of F. solani; promoted the accumulation of MDA; accelerated
the leakage of soluble protein; and reduced the soluble sugar content. In addition, M. robert-
sii inoculation significantly decreased the decay incidence and disease index of wolfberry
root rot. In conclusion, we believe that M. robertsii has a good control effect on the root rot
of wolfberry and could be used for the development of biological control agents.
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Abstract: Common Alder (Alnus glutinosa (L.) Gaertn.) is a tree species native to Ireland and Europe
with high economic and ecological importance. The presence of Alder has many benefits including
the ability to adapt to multiple climate types, as well as aiding in ecosystem restoration due to its
colonization capabilities within disturbed soils. However, Alder is susceptible to infection of the root
rot pathogen Phytophthora alni, amongst other pathogens associated with this tree species. P. alni has
become an issue within the forestry sector as it continues to spread across Europe, infecting Alder
plantations, thus affecting their growth and survival and altering ecosystem dynamics. Beneficial
microbiota and biocontrol agents play a crucial role in maintaining the health and resilience of
plants. Studies have shown that beneficial microbes promote plant growth as well as aid in the
protection against pathogens and abiotic stress. Understanding the interactions between A. glutinosa
and its microbiota, both beneficial and pathogenic, is essential for developing integrated management
strategies to mitigate the impact of P. alni and maintain the health of Alder trees. This review is
focused on collating the relevant literature associated with Alder, current threats to the species, what
is known about its microbial composition, and Common Alder-microbe interactions that have been
observed worldwide to date. It also summarizes the beneficial fungi, bacteria, and biocontrol agents,
underpinning genetic mechanisms and secondary metabolites identified within the forestry sector
in relation to the Alder tree species. In addition, biocontrol mechanisms and microbiome-assisted
breeding as well as gaps within research that require further attention are discussed.

Keywords: biocontrol agents; Phytophthora; microbiome; beneficial microbes; pathogens; PGPR; PGPF

1. Introduction

Over the last two decades, there has been an elevated interest regarding the significance
of native tree species, such as Common Alder (Alnus glutinosa (L.) Gaertn) [1], also known
as Black Alder, European Alder, or just Alder. The genus Alnus belongs to the family
Betulaceae, the birch clade [2]. Alder is known to be a short-lived, light-demanding, and
water-demanding species [1]. In addition, Alder preferentially grows in non-shaded areas
with little competition; however, it has the ability to naturally self-prune, as branches tend
to die with lack of light [3,4]. This species typically contains short stalked reddish-brown
winter buds, small flat waxy winged seeds, and woody cone-shaped fruit (catkins) [4,5].
There are more than thirty Alnus species worldwide, including shrubs and trees, with
A. glutinosa being the primary native species within Europe [6,7]. While some other well-
known Alder species include Italian Alder (A. cordata), Grey Alder (A. incana), Red Alder
(A. rubra), White Alder (A. rhombifolia), Japanese Alder (A. japonica), and American Green
Alder (A. viridis) [1,5]. Alder has demonstrated phenomenal resilience due to its adaptation
to a variety of climates around the world [8]. This resilient species tolerates frost and
survives in an extensive range of temperatures [9]. A. glutinosa has been found on a broad
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range of sites; however, it favours wet, riverine, and fertile areas with high humidity [3,10].
Preferable growing sites include riverbanks, ponds, surrounding lakes, streams, marshy
waterlogged areas, shaded mountainous regions, wet woodlands, wet soils, and highlands
with sufficient moisture content [10,11]. This species tends not to grow well on calcareous
soils, acidic peat, arid sandy soils, and areas with stagnant water [1,12]. Alder has been
found in and/or introduced to regions of Africa, Australia, Canada, India, Japan, Russia,
North America, South America, and New Zealand [5,12-14].

Historically, Alder was considered to generate an inferior class of wood with low
economic value [15]. A black dye, known as ‘poor man’s dye’, was produced from Alder
bark and catkins and generally used for tanning leather [15]. Alder had an association
with war and was known as the ‘tree of death’ since when cut, the light-coloured wood
swiftly oxidises to a vivid red, giving a ‘bleeding’ effect [15,16]. Alder wood was used
for items such as war shields, wheels, bowls, tubs, and troughs [15]. Alder has been
used within many regions worldwide for various traditional health and healing medicinal
practices, due to the presence of chemical constituents and biological components such as
flavonoids, terpenes, phenols, saponins, and steroids [17]. For example, Common Alder
bark has been shown to have medicinal benefits and has been used for treating burns,
diseases, and infections, as well as potential antitumor activity [17]. Acero et al. (2012)
conducted an ethno-pharmacological study of Common Alder bark and observed that it
potentially has anti-oxidant and anti-inflammatory properties [18]. Fresh Alder catkins have
shown antioxidant, antimicrobial, and anti-inflammatory properties due to the presence of
polyphenols and certain microorganism strains [19].

Alder tends to have an extensive rooting system and forms large nitrogen-fixing
root nodules via symbiosis with nitrogen-fixing filamentous bacteria, such as the genus
Frankia [20]. Thus, this actinorhizal species has the pioneering ability to improve soil condi-
tions by increasing organic matter and nitrogen content within soils to improve fertility,
contributing to biodiversity so other plant populations can grow in the area. Furthermore,
Alder can colonise areas that have previously been subject to significant disturbance and/or
degradation, playing a vital role in ecosystem and land restoration [1,21]. Other ecological
benefits of Alder roots include the reduction of flooding and soil erosion, water filtra-
tion/purification, and riverbank stabilisation [4,5]. Alder is a biodiverse habitat providing
shelter for numerous plants, animals, and microbes. For example, otters and fish tend
to use Alder roots surrounding waterbodies for nesting purposes as well as shelter to
reduce predation [11]. Alder provides an important food source for several birds, fungi,
lichens, mosses, and approximately 140 insects and mites, resulting in an additional food
source for fish if these insects feed on trees planted beside waterbodies [3,22]. For exam-
ple, Alder leaves provide a food source for plant-eating invertebrates and Alder catkins
provide a source of pollen for bees as well as nectar and seeds for many bird species. The
nitrogen-fixing capabilities of Alder allow for the production of nitrogen-rich leaf litter due
to the presence of invertebrate detritivores and microbial decomposition, which provides
a primary food source for invertebrates that are later eaten by bigger organisms, creating
multiple food chains [23].

Its porous wood has various uses for carpentry, building, furniture production,
biomass production, instrument manufacturing, cabinetry, dyes, and manufacturing char-
coal [3,5,16]. Its timber has high durability and decay resistance beneath water, so it is
frequently used for bridge piles, small boats, water structure supports, and jetties [4,24].
The climatic adaptation of A. glutinosa, coupled with the worldwide distribution of this
species has substantially increased its importance and promising utilisation [8]. As a
result, Alder breeding programs have been established; therefore, greater amounts of
A. glutinosa are being cultivated within commercial forests in order to generate trees to
produce timber [10,16]. As part of the European Union (EU) forest strategy for 2030, policies
on broadleaf and biodiversity have been put in place to improve the quantity and quality
of European forestry; thus, since Alder is a broadleaved species, the volumes of Alder
plantations throughout Europe has increased [25].
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There are numerous existing threats to Alder cultivation, some of which are abiotic
such as drought [26,27], whilst others can be biological such as pathogenic infections [28].
Research regarding the relationship between pathogenic microbes and native trees has
increased because of the elevated levels of disease spread throughout the world, which
has caused damage to and the depletion of numerous tree species. Thus, a greater un-
derstanding of Alnus-associated beneficial microbes could provide an ecological, environ-
mentally sustainable solution to the biological control of Phytophthora infection. Therefore,
to gain a better understanding of the beneficial and pathogenic microbiota associated
with A. glutinosa, this review reports the known microbiome of Alder, pathogenic threats
of Alder, as well as any biological solutions available to date for the control of these
pathogenic threats.

2. The Microbiome of Alder Species

Microorganisms are extremely diverse and plentiful within the environment. The type
and abundance of microbial communities that exist within an organism are influenced
by the environmental conditions surrounding plant communities as well as soil type,
indicating the presence of selective communities associated with different plant species.
Forest trees exist in close association with a diverse range of microbial organisms that
play a crucial role in maintaining tree health, nutrient conditions, and ecosystem functions.
This association can be mutualistic, parasitic, or symbiotic. Combined, these microbial
communities associated with the tree are known as its microbiome. The composition of
the microbial community can vary due to a range of factors including climate, edaphic
conditions, anthropogenic activities, silviculture management practices, and various other
events and stressors [29]. Organic matter and associated decomposition products also
cause changes within forest soils, causing soil physicochemical alterations, acidification,
and supply/leaching of nutrients [30]. The long-lived nature of trees provides a secure
food source for beneficial microbiota as well as parasites and pathogens. In comparison to
annual crops, underground microbial communities related to trees may be more consistent
and have stable interactions due to the deep rooting system, and a constant energy flow
system ranging from photosynthesates being pumped into the soil to the abscission of
leaf/flower and fruit material, leading to organic matter build up in the soil and the absence
of soil disturbance [29].

Tree roots and rhizospheric soil tend to have a particular and plentiful microbial
community due to the occurrence of nutrient and mineral exchange between the soil micro-
biota and tree-component microbiota present in root tissues, ectomycorrhizal fungal roots,
arbuscular mycorrhiza roots, and fungal mycelia [31]. These roots have the ability to alter
the composition of the microbial community within the soil due to the compounds and
root cells that are released into the soil [29]. Throughout tree development, some soil phys-
iochemical properties can change, which causes alterations to the microbial communities
present in the rhizosphere that modify tree morphology, promote growth, and enhance
nutrient and mineral content [32]. Furthermore, beneficial and/or pathogenic bacterial and
fungal communities are also present within the endosphere and phyllosphere microbiota of
forest trees, which create ecological interactions such as mutualism, commensalism, and/or
antagonism [33]. Beneficial microbiota include plant growth-promoting rhizobacteria
(PGPR), plant growth-promoting fungi (PGPF), and biocontrol agents that have the ability
to economically and efficiently alter the metabolism of tree substances in order to improve
the growth, performance, and resistive properties of the species. Moreover, beneficial mi-
crobiota are necessary for the natural degradation of plant residues, since greater amounts
of microbial assemblages are present within residues, which additionally degrade them into
soil organic matter containing beneficial macromolecules and micromolecules. This process
provides increased soil protection and sustains nutrient capacity. Furthermore, when plants
develop under stressful environmental conditions, the plant-associated microbiota tends to
increase levels of hormones such as abscisic acid and jasmonic acid, which help plants reg-
ulate growth and adapt to extreme conditions [33]. Plant growth-promoting microbes tend
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to be found on the root surface or as endophytes within plant tissues, which have the ability
to act as biocontrol agents, bio-fertilisers, and/or bio-stimulants [34]. Due to the complex
relationships and interactions within forest ecosystems, there are still many unknowns
and potential beneficial microbes associated with the microbiome of trees; therefore, it is
important that research on this topic continues.

Plant growth-promoting rhizobacteria (PGPR) play a significant role in the forest
ecosystem by releasing numerous regulatory molecules, aiding the growth and develop-
ment of forest trees [35]. Deciduous forest soils tend to contain a wide array of bacterial
phyla, which include Acidobacteria, Actinobacteria, Proteobacteria, Bacteroidetes, and
Firmicutes [36,37]. PGPR can be found in the rhizosphere, phyllosphere, and/or endo-
sphere and have the ability to promote plant growth in different ways including nitrogen
fixation, the production of the plant hormones such as auxins (e.g., indole acetic acid
(IAA)), enzymes (1-aminocyclopropane-1-carboxylic acid (ACC) deaminase, cellulase, chiti-
nases, etc.) and siderophores, as well as the ability to compete with pathogenic microbes
to minimise the spread of infection [33]. IAA is a plant hormone that regulates growth
and development [38]. ACC deaminase is produced in the presence of ACC, the imme-
diate precursor to the plant stress hormone ethylene, when plants grow within stressful
conditions [39]. ACC deaminase aids plant survival by decreasing the amount of ethy-
lene present, as excessive amounts of this plant hormone can have negative effects on
plant growth [40]. Siderophores have the ability to uptake iron from the rhizosphere
to promote plant growth and contribute to nutrition whilst minimising the amount of
iron available for harmful pathogens [41]. Cellulase has been known to promote the
breakdown of fungal and plant cell walls, aid soil fertility by speeding up the decom-
position of plant residues, reduce spore germination, and reduce fungal growth [42-44].
Richter et al. (2010) analysed cellulase activity to suppress P. cinnamomi, a root rot pathogen
of avocados and reported that sporangia production was reduced when cellulase enzymes
were present, indicating that cellulase enzymes may have the ability to decelerate the
spread of P. cinnamomi within avocado sites [45]. Pectinase is an essential enzyme for
plant growth and development as it breaks down pectin within cell walls, allowing new
plant growth to occur as well as providing entry for beneficial microbes to live endophyti-
cally [46]. Other mechanisms that PGPR induce in order to promote the health and growth
of plants include the production of exopolysaccaride biofilms, organic acids to increase
phosphate solubilisation, hydrogen cyanide to help with biotic stressors, and the produc-
tion of cytokines and gibberellins which aid growth and development [35]. In addition,
some PGPR can reduce oxidative stress by producing abscisic acid as well as stimulating
growth by altering physiological mechanisms using emitted bacterial volatile organic com-
ponents [35]. Some PGPR studies in particular have focused on analysing the interaction
between the Betulaceae family and identified beneficial microbes including Actinobacte-
ria genera (Frankia, Streptomyces) [47-50], an endophytic bacterial genus (Rhizobium) [51],
Bacillus isolates (B. licheniformis, B. pumilus, B. megaterium, and B. longisporus) [52-54], and
Gammaproteobacteria (Pseudomonas) [50,55]. Other known PGPR particularly in agriculture
include Arthrobacter, Azospirillum, Azorhizobium, Burkholderia, Flavobacterium, Mesorhizob,
and Methylobacterium [56]. With the evident advantages of these microbes in agriculture,
there is great potential to exploit these PGPR with further research in the forestry sector.

The inoculation of plants with plant growth-promoting fungi (PGPF) has demon-
strated many health benefits including enhanced seed germination, seed vigour, root
morphogenesis, pathogenic suppression, the reduction of (a)biotic stressors, as well as an
improved process of photosynthesis and mineralization [57]. The roots from the Alnus
species have a tendency to form stable long-term biological interactions with mycorrhizae,
including ectomycorrhizal fungi and/or arbuscular mycorrhizal fungi [58]. This symbiosis
helps to increase the uptake of water and nutrients through the roots, improve tree health,
growth, and reproductive ability, as well as provide a degree of tolerance to (a)biotic stres-
sors [58]. For example, Thiem et al. (2020) showed that the inoculation of Alder seedlings
with an ectomycorrhizal fungus, Paxillus involutus OW-5, promoted growth and increased
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tolerance in saline soils [59]. Culturable dark septate endophytes (DSEs) have the potential
to promote plant growth particularly in metal-contaminated soils due to their capacity
to provide a degree of phytoremediation/phytostabilization of heavy metals, increasing
nutrients within soils, and produce the IAA hormone [2,60]. Fungal melanin tends to
be found alongside some PGPF, which may help promote plant growth by providing a
higher tolerance/resistance to environmental stress and promoting colonisation [58,61].
Fungal melanin exhibits beneficial biological functions including photo-protection, metal
binding, mechanical protection, energy harvesting, cell development, antioxidant func-
tions, anti-desiccant functions, chemical protection, as well as thermoregulation [61]. Some
examples of identified PGPF that interact with the Betulaceae family include arbuscular
mycorrhizal fungi (Gigaspora rosea), ectomycorrhizal fungi (Hebeloma sp., Helotiales sp.,
Geopora sp., Thelephora sp., Tomentella spp., Paxillus involutus, Tylospora, Leccinum, and
Rhizopogon), endophytic fungi (Cryptosporiopsis spp., Rhizoscyphus spp.), DSE (Phialocephala),
and ericoid fungi (Oidiodendron) [2,29,47,58,62—-65]. In addition to all the above-mentioned
PGPF, other known growth-promoting microbes used in agriculture belong to the genera
Alternaria, Chaetomium, Penicillum, Phoma, Serendipita, and Trichoderma [66]. There has been
a major growth of interest regarding PGPF acting as bio-fertilisers in agriculture due to
their ecological benefits and plant improvement. In particular, the genera Trichoderma,
Penicillum, and Aspergillus are the most studied within agriculture as they can promote crop
growth and act as eco-friendly biological control agents to promote resistance/tolerance
to biotic stresses [67]. These fungal genera may have potential plant growth-promoting
properties within forestry, if not already used within this sector. Furthermore, exploring
such unknown genera in forest tree species and soils would lead to novel microbes that can
benefit both forestry and agriculture for sustainable production.

What Is Known about the Microbiome of Alder?

To date, there have been few studies regarding microbes associated with A. glutinosa.
Much of the information that is available focuses on the microbial communities present
within Alnus roots and their associated rhizosphere. These studies particularly focus on soil
salinity [68], inoculation with nitrogen-fixing bacteria [69], colonisation capabilities [70],
plant growth promotion [30], antagonistic effects against pathogenic microbes [71], as well
as adaptation to extreme environmental conditions [72]. Alder-associated bacterial microbes
that have been identified belong to the phyla Actinobacteria (Frankia alni), Acidobacte-
ria (Granulicella), Alphaproteobacteria (Caulobacteraceae, Rhizobiales, and Sphingomonas),
Bacteroidetes (Chitinophagaceae, Flavobacteriaceae, and Sphingobacteriaceae,), Betaproteobac-
teria, Firmicutes (Bacillus licheniformis and Bacillus pumilus), Gammaproteobacteria, Pseu-
domonadota (Bradyrhizobium, Oxalobacteraceae, Pseudomonas, Rhizobium, Rhodanobacter, and
Xanthomoadaceae), and Thermoleophilia [20,29,30,36,47,48,50,52,53,65,73]. Phyla of fungal
microbes associated with Alder species include Ascomycota (Cryptosporiopsis), Basidiomy-
cota (Tomentella, Thelephora), Ectomycorrhizal fungi (Alnicola, Lactarius, and Phialocephala),
Glomeromycota (Gigaspora rosea), and Zygomycota (Rhizocyphus) [2,20,47,58,60,65,74]. See
Figure 1 for a summary of the microbes identified in the different compartments of the
Alnus species. With the economic and environmental importance of Alder coupled with its
pathogenic threat, research regarding the root and rhizospheric microbiomes may poten-
tially grow in the future.

Very little is known about the leaf, bark, and catkin microbiomes of Alder trees. A
greater focus has been placed on analysing the chemical and biological components, as well
as the secondary metabolites present in the bark, leaf, and fruit due to the medicinal value
of these components [39-41]. Sukhikh et al. (2022) examined the antioxidant properties
of A. glutinosa female catkins and found high levels of methanol extracts, ellagic acid, and
ethyl acetate indicating their potential use as natural antioxidants [75]. Thiem et al. (2020)
analysed the correlation between salt stress and mycorrhizal fungi from A. glutinosa grow-
ing in saline soil. Three fungal species were isolated from A. glutinosa catkins, which were
Amanita muscaria, Paxillus involutus, and Gymnopus. Seedlings were later inoculated with
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each fungus to determine their effects against salt stress. It was observed that P. involutus
aided in promoting the growth of seedlings and showed a degree of salt tolerance [59].
There have been studies on the metabolites and medicinal extracts of Alder bark, but no
studies were found for the analysis of Alder tree bark microbiomes. Alder leaves have been
studied regarding their medicinal potential. For example, Mushkina (2021) investigated
the ability of A. glutinosa leaf tinctures to be used as wound-healing gels. It was determined
that this gel had the ability to regenerate and heal wounds due to the presence of flavonoids,
tannins, and phenolic acid [76]. Leaf extracts have been used to analyse their antagonis-
tic effects against pathogens such as Staphylococcus aureus, Bacillus subtilis, Escherichia coli,
Pseudomonas aeruginosa, and Candida albicans [77]. Concerning the microbial community
within Alder leaves, there are few studies regarding this topic. Kayini and Pandey (2010) iso-
lated fungal microbes from Nepalese Alder leaves including Alternaria alternata, A. raphani,
Aspergillus niger, Cladosporium cladosporioides, Epicoccum purpurascens, Fusarium oxysporum,
Gliocladium roseum, Mucor hiemalis, and Pestalotiopsis sp. [78]. A greater focus is needed
regarding the microbial communities present within Alder leaves, bark, and catkins.
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Figure 1. Overview of microbial communities present in different compartments of the Alnus species
based on published literature (Created with BioRender.com, accessed on 1 February 2023).

3. Microbial Pathogens of Alder Species

There are several pests and microbial pathogens associated with Alder. For example,
Alder yellows phytoplasma disease (caused by a phytoplasma bacterial parasite) has been
identified within numerous European countries, which causes stunted growth, yellowing
of leaves, reduction of leave size and amount, as well as dieback and/or death [79-82]. The
Ascomycota fungus, Taphrina alni, is a causal agent of Alder tongue galls on female catkins
and has been identified throughout Europe. These galls are known as Alder tongues,
as they are green-red elongated structures (depending on the season) [83]. The fungus
Septoria alnifolia has been known to form leaf spots, stem cankers, and stem breakage on
Alder trees [84]. Furthermore, a rust fungus, Melampsoridium hiratsukanum, causing yellow—
brown spotting on Alder leaves, followed by early leaf fall, crown thinning, and/or death,
has been identified [85]. The fungal pathogen Mycopappus alni tends to cause brown blotches
on leaves and defoliation of Alder trees [86]. The bacterium Erwinia alni, has been found
to cause bark cankers and bleeding and eventually kill off branches and/or the tree as a
whole if the infection is severe [87]. The bacterium Pseudomonas syringae has been reported
to cause leaf necrosis and the dieback of Common Alder [88]. With regards to insects,
for example, the Alder leaf beetle, Agelastica alni, has been identified in Europe causing
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damage and defoliation of Common Alder [89]. Several species of Alder sawflies have been
identified feeding on Common Alder such as Monsoma pulveratum [90], Eriocampa ovata [91],
Hernichroa crocea, and Cimbex conatus [92]. A leaf miner, Fenusa dohrnii, was identified as
a pest of Alder that causes damage [93]. There is an extensive list of pests and pathogens
associated with Alder; however, not all tend to have damaging effects on this genus. For
example, Sims (2014) discusses different types of fungal pathogens and insects that have
been identified as associated with red, white, and thin-leaf Alder in western Oregon [94].
McVean (1953) extensively lists the insects and mites that associate with Common Alder
as a food source [9], however not all of them are of economic importance and do not
pose a severe threat to Alder trees. One of the major pathogens of Alder trees is the plant
pathogenic oomycete species Phytophthora.

The species Phytophthora, meaning ‘plant destroyer’, has been associated with the
dieback and decline of Alder across Europe [95]. There are approximately 200 identified
and accepted species of Phytophthora, with more species unnamed /unidentified and likely
to be discovered [96]. The pathogen typically infects the tree roots, causing them to rot, and
spreads throughout the tree to cause damaging effects such as crown rot [97]. Infection
can be caused via Phytophthora chlamydospores, hyphae, oospores, sporangium, and more
frequently zoospores. Flagellated Phytophthora zoospores have a similar morphology to
filamentous fungi but mainly have diploid hyphae and a cell wall comprising cellulose
and/or p-glucans [97]. Phytophthora show phylogenetic similarities to algae and diatoms
due to the structural composition of zoospores as well as the release of similar sexual
antheridia (male) and oogonia (female) [96,98]. Phytophthora are soil-borne water moulds
that have a strong dependency on water and humidity; therefore, the zoospores typically
disperse and spread throughout water systems, eventually infecting tree roots [96,99]. In
terms of the pathogen’s life cycle, sporangia tend to form when chlamydospores (asexually)
and/or oospores (sexually) are germinated within wet environments which results in
zoospores being released from the mature sporangium [97,100]. Oospores are formed
when oogonia are fertilised by antheridia of the Phytophthora species. Zoospores swim
through water within wet soils where they have the ability to form cysts on susceptible
tree roots and bark near the root collar [100]. These cysts germinate, forming mycelia,
which allows the pathogen to grow and spread biotrophically throughout the plant tissues
where reproduction occurs and the life cycle begins again by producing chlamydospores,
oospores, and sporangium via germination within plant tissues, spreading from the roots
and further throughout the tree (Figure 2) [97,100]. Infection via tree roots results in damage
which causes a reduction in water and nutrient uptake, impairing their availability for
the rest of the tree compartments. The lack of minerals causes harmful effects such as leaf
stomata closure and a reduction in photosynthesis [101].
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Figure 2. Life cycle of Phytophthora showing sexual and asexual phases and associated symptoms on
an Alder tree. (Adapted from [97,102] and created with BioRender.com accessed on 17 June 2023).
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Nave et al. (2021) inoculated Alder roots with Phytophthora alni, and after three weeks,
oogonia, oospore, sporangium, antheridium, and mycelium were found at different stages
of the reproductive cycle throughout the plant tissues [103]. P. alni hyphae has the ability to
grow from Alder roots into the bark via secondary growth, travelling throughout the tree
and infecting the cambium layer and adjacent phloem and xylem by continuously repro-
ducing [101]. P. alni infects Alder bark via lenticels and/or bark wounds and spreads via
secondary growth throughout the plant tissues by medullary rays into the bark xylem [101].
When the pathogen spreads to the bark, damaging effects include the deterioration of
phloem tissue and a reduction in mineral transportation. It is unknown whether P. alni
directly infects Alder leaves and catkins; however, infection of the roots and bark has
damaging effects on all compartments of the tree.

Since the 1990s, P. alni has been a major issue within many countries and has continued
to spread worldwide today, causing a range of damage to the Alnus species, which is
believed to have emerged due to hybridisation within Europe [104-107]. The parent
species of P. alni are P. uniformis (diploid) and P. multiformis (haploid), with the ploidy level
showing that P. alni contains half of each parental genome; therefore P. alni is a triploid
homoploid-type taxon [107]. According to Gibbs (2005), this pathogen was first detected in
Southern England and has continued to spread throughout Europe [108,109] (Figure 3). It
is hypothesised that the European spread of P. alni is due to clonal dispersion, since several
mitochondrial haplotype variations have been observed, which may imply that multiple
sexual hybridisation incidents generated a hybrid from several clones [107]. P. alni ssp.
lat. was formally named by Brasier et al. (2004) and is now divided into three subspecies:
P. alni ssp. alni, P. alni ssp. uniformis, and P. alni ssp. multiformis, considering different
variants and hybrids amongst the species, with P. alni ssp. alni being the most aggressive
one [110-112]. The P. alni species complex was later renamed by Husson et al. (2015) to
P. x alni, P. x multiformis, and P. uniformis [112]. Only P. alni ssp. uniformis has been identified
in North America to date [94,109]. The pathogen has also been identified in Ireland [110].
Symptoms of the P. alni complex species include dieback of branches, crown thinning,
bleeding bark, dark spotting on stems, stunted leaf growth, premature leaf abscission, leaf
yellowing, root rot, necrotic lesions on Alder bark, an excessive number of catkins on the
species due to stress, and/or death [4,11]. Alder trees situ